WO 2005/011632 



PCT/JP2004/011291 



w m m 



WO 2005/011632 



PCT/JP2004/011291 



S8#^HTV>S^^-Cfo5o *ifeW\ y J#y — AjgffiJbKiy #y KSr*^*-^ 

fait, ^y^-K, »iig«^*sseic/j;^#^.e,ix5o rtLe>©5*>, mmK* 
mn#*t vx(om&te®m&&frvx^zzktimibMz.£ti'D^>$ > z> 0 

^fy DC-SIGN, DC-SGNR. nv^^V, -ryy — ^^S6ffO C-^-T ^1/ 

y =^>\ i/yuy?%f<D i ^-r^^y ^yy — ^.-6-y y^g^fl^^© p 
^^^i/^fy R^^^i/^f l ^ywy My-f:/ixy^:>\ ^fw 

£a>e>> #«©#^#&&^?-5*#wc*ri^DD s y #y lt&b £*lt 

#TV^ (l)Yamazaki, N. , Kojima, S. , Bovin, N. V. , Andre, S. , Gabius, S. and 
Gabius, H. -J. (2000) Adv. Drug Delivery Rev. 43, 225-244. 2)Yamazaki, N. , 
Jigami, Y. , Gabius, H. -J. , Kojima, S (2001) Trends in Glycoscience and 
Glycotechnology 13, 319-329. 
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tt-mmm^y KSr^u^y # y— -m^ov^s, ^ t^m^oUit^m 
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(l)Forssen, E. and Willis, M. (1998) Adv. Drug Delivery Rev. 29, 249-271. 
2) • fi§ffl25«i(1999) % ^0©DDS • mfej^S^^^A,. 159-167 I, 

ejus?*— *vm±, wm<nft*mmmm*mm ^tmn su^m^m^ 

fctb"CV>538S % ^rtbfe^fiMBfMifi&flefl* (in vitro) m±5t©©^-Cj>») % 

(l)DeFrees, S. A. , Phillips, L. , Guo, L. and Zalipsky, S. (1996) J. Am. Chem. 
Soc. 118, 6101-6104. 2)Spevak, W. , Foxall, C. , Charych, D. H. , Dasqupta, F. 
and Nagy, J. 0. (1996) J. Med. Chem. 39, 1018-1020. 3)Stahn, R. , Schafer, 
H. , Kernchen, F. and Schreiber, J. (1998) Glycobiology 8, 311-319. 4)Yamazaki, 
N. , Jigami, Y. , Gabius, H. -J. , Kojima, S (2001) Trends in Glycoscience and 
Glycotechnology 13, 319-329. 

http : //www. gak. co. jp/TIGG/71PDF/yamazaki. pdf ) 0 L tc & o X , JlJJgSf £ 

M<D^m^m^mm^^^ti v ^ y — j^k^^x (omm^ t ^.^mm (in 
vivo) mvr&'gitofrftj&fatzmftte, ^titixmM3&x^'&<Dmmibmn£tiz> 

jess &ffi&<Dmto\zm^ffi%&faffi&&<vmMi>m&£frx^z> 0 fa&it 
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ftfrtlX^^Ztf, mMtt}t£%&}&lR&b1tt>'f Drug Delivery System (^T DDS) 

if©ts^L, 3&>oejiiL3i?!ffliia^i-5»iiia«ttS:i*G*fetts Rrte^ds 
* n & v \ ^r-ertbb o m$t^m<D mmsh ^mfc* & <*? & ji§ w a> e> « * ^ 

5 (Lehr, C. -M. (2000) J. Controlled Release 65, 19-29) 0 L^L&tfSP^ - 
*55W^»4, £6i-> *MB#y ^-Ifif^Lt!) tKV — Aj^^-^^tb 

31 91 ©IB a* 

KMvxwm^^m^m^^mm^^\^rcv^y-j>>xh^x, mmv> 
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ffim<D%m%mm-ttift^mmz.tt-i-z> v^y-j»<D^nm^^hKm±^. 

1 . y ^y-^j^(c^$tL-cv>§^^fp y 7jfy-A 0 

2. y ^y-A©Miif^,7t^77f-^^ y ym(^wto~7o%h 

7t^77f v*/^ ^ y -;V7 5: I'M 0 —30%) % ~7 * X 7 T f- 5? >Wtf&. 

OjjlfC (^/Wfc 0 ~40%h ft bt^fc:= >Mi(^/WfcO— 70%) £r-g-tf\ 
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i tarn <ommwm v # y - a 0 

a*fclB*©*MMH«iy >Ky-A 0 

5. y 7}fy — 30~500nmT*feS N 1 ^ ^ 4 <£>l^-f ^^iCf2*cO*S 

flMHAiy xKy-^o 

6. y JKy- J±(DH&&& 50~350nm T'fcS, 5 ffBtt<£&4fctittf|i y >K y — A„ 

7. y 7}fy — ^Of- ^m{4^-50~10mV T?£>5 N 1 6 m^-ma^ciE 

*©iMMH*y#y--.& 0 

8. y ^y-7-A^)if— ^m{4^-4o~omv -efca, 7 iE^(D^^{^fp y /Ky— 

9. y ^y— A^-ff-^«-f4^-3o — iomv-efc<5, 8iBife<^^#f|iy 7j<y 

1 1. yy*-iefM^ieiT*fc5i oiB#<0#«&0E«iyaKy— 
12. y y^-ietist m*j 3 1 1 iBtt^itgitittii y # y- 

y-A 0 

14. yy*-i&f^t hjk^T^y^ ^^fc^^^jfiL^T^^^ v-efc 
51 1 iB<fto*«i^«i y #y— a 0 

15. y ^-«e«^y ^y-A*®±m^fife$nTVNS^f^^y^-^K 

m> *IBfMi, 7*777f^^!)tn-yH, ^ y ^ ^=f ^ y ^®*5 «fc T>* 
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b±fc*s^bTVNS i fab i 4 <D^-Tti^\zuM<omm^mv #y— ^ G 
ttez vmTkmt&tix^z, lfabi 5(DVN-rtb^^iBic^*t^fpy # 
i7. ^Tktt^^^^^^-trfos, i 6 mm^mmmm v ^y— a 0 
^i/fc£zmm&*m^fcj&<Dmft&wtf^^ 1 6 ■stem 7tzM(D>mm 

1 9 . m^mt^WT^m&^i-^ 1 6 fab 1 8 <DV>-ftb^{CfB^03|f^ 

2 o. £izki4'fb'8-^T y r^3— i 6^f>i 9©v>-ftb^{c: 
13* (ommmm v # y - a -. 

21. mTKfe^^^y jjfy— M.m^m^w:m^^^x^?>m,i 6 fat? 20 
©v>m^^lB*©*t^i^y #y— a 0 

X-RI(R20H)n 5£ ( 1 ) 

-e^£*L5 1 6 fB*<E>$|$iHis«ii y ^y— A-cfcct, ri ci C40 
tz-nftt$.m<D$nb7kmm&^is. R2 ra^u^a^ l< « ci fab c4o 

23. isTktt'fb^Ki.fc o^TK^b^tb, &m&mk&m&, -jkss (2) 

H 2 N-R3-(R40H)n 5fc ( 2 ) 

-C55*£*LS 1 61B*©*MMfc*liy ^y^T'&ct, R3 tt % CI 3&>b C40 ^Itt^* 

tciz$-t&m<Di0Hk7kmm&jFV. R4 «#^eu^v>*^ l< « ci fab c4o ©si 
^fcfi^^co^TK^m^^b, h 2 n «y tfy-£.mm*tcnv i/*-m&n 

2 4. ^TKtt^^ii-J: ^^TKtt^^tb^ ^gLTk'ftfc^W, (3) 
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H 2 N-R5(OH)n 5£ ( 3 ) 

x~7ik£inz> i 6mMc,(omm^^i}) ^y—^x'h-oXs rs ci C40 ©sua* 
■fcteft&m<D$kit&mm&7F\ss h 2 n fcvtfy-j»mn&tztev ^x-m&Mt 

25. y #y— J*m&£x$/^tcte}) ssscf- h y ^ (tKow 

m.(Dmmmmv ^y—j»o 
2 6. y tfy— ^j^*5j;i^/*fc«y y^-ieif^ hy^'(t kp^^ 

^vi-) T^x^y, MJ^ (t Kn^ri/xf/v) 75/x^y v > y (t K 
p^v/^Dtvw) hy^ (tKn^f^f/v) 7^;^^y, h 

y* (t: Kn^rv-^^/W h y (t Kn^^a^) 7^7 

y*V, M)^ (t Kn^ixy ^/V) T^y^n^:/, MJ^ (tKnJfv'xf 
/W) T^y^n/-?^, by* (t Kn^r^n^) /^n^y^^^Sp 

M*3<tt^y*fc«y m&n&M*mk£frx\,^z>, 2 siB^^^^y 
27. mmmmv^y-^K mmfDm^jmmjz^^E-r^^^^-t 

lt©tl/^fy, DC-SIGN. DC-SGNR. 1/^ ^^jo «fc O?-^ > J — 1/^ ^~ 

y ^m^mw^^p f^zf^?*?-^, R^-f^i/^^y, L^-r/u^f m 

2 8. m@M£$fcV tfy— E-feru^^-^, P-fc u-^^y*5j:t^L-fe 

-Ac 

29. y ^°y-^^^Lfc^o^^^ % y ^x-m&w&m^zm 
y #y-A i^t-?-^ 9 i ~30ooo j@-efc«9 , y s&«^fflv>^v># 
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V tfy — a iH&^ VMM i~500000 mxhZ, l fab 2 8 o^T*b/!>>l£ 

30. y ^y-^\z.^vinmm<D^^mtK !J#y-Ai^$f5i 

31. y #y—j*&m f gw.fcmife&#Tz>-k<Dx*hz> 1 a>e> 3 oov^ti/** 

3 2. jfe.*, JffiBL MU JSU, JGL /hM> 'frfliL JMJRU fi; Bfltt % Jffii*u 

r 1,2 -*r°y; \f^r—^~^m, 7;V7 7 l,3vyy if ;xz:$Si^ Ttv?? 1,4 
77Uvyn y *=*MiL *v =f-^y — ^ 3iti, *y =f-7^/ — 

3'->Ty/V7^ h^-^Hfi, 6'-^7y^7^ h-^H^, 3'->7!i^7^ 
M^-^>-Hi^m> 6'-^7!J;V7^ ht^Hti, ;W^Xl£m ^7!);i^ 

h—xmmm&£Tf z--?^^^?? h—x=mmfabtez>mfaibm$i 

34. 1 fab 3 3 <D\,^-rtifrvi^<D v tfy*-j*\zmmiztc.tei&fc^$:MA 

35. mmK r^Mt^mm, i^m^m, mmmM^mm, 
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&m%i. ^mttmzkmm, iem^iij, mm^mmftk mmm, mmihLmm 

V • fr^rjjsf siRNA, miRNA, smRNA, T>3r1zlsX ODN DNA ft 

^y-Aaa^jo 

39. m^M^ffl^j-efcs. 3 stagey #?y— J^MftiZ^temmmo 

4 0. gP^fflftjSi-CibS, 3 9|5«6^^C^Jo 
4 1. ^ftPS4iKii-Cfc5, 3 9|5ife^^J 0 

a?y— a„ 

43. y tfy—j»<DMm%M&,-7*x7T^i?/i'=' y vm(^-/wfco~7o%) x 

7t^77f s^/i^ ^ y -;V7 5 ^ (^/Wfc 0 —30%) ,77 * * 7 r ^ i/Wtm. 
i/y -fen— ;vi*5«t^7^ ^=f ^y >mfrtbti:Z>mib>bm$l&inZ> 1UU± 

4 2ia^oy ^y— a„ 

4 4. ££>fcl x ^6ff&^tf 4 2lfefcte4 SlCfBf^y /tfy — A 0 

4 6. «7Ktt'fb^4ii^te^ J f-<»«"e*>s. 4 5fB^<z>y *?y-A 0 
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y— a 0 
y— a, 

faiftoy #y— ^ D 

5 1. iS^O^Tktt^^I^^^< t % 1 OH S^f tSftttltfeS, 

4 5is«(oy /^y-^ 0 

5 2. n^m^w, -<K5£ (i) 

X-Rl(R20H)n 5£ (1) 

-e^^tbS 4 5|5S<D y Ttf y— iffcot, ri te, ci a»e> C40 ©aft* fete 
«©^b7K3RilSr^U, R2 Lftl^fc U < tt CI C40 <z>i££(* /tria- 

ls ©^ffcjfcMSS:^ u x #y—^mw*ftnv >'$--m&%:kW:ig*.iz 
temmm<D-ffi&mtife&^zRfc&&mm*7FV, n teg»&^-r, y^y 

5 3. ftTKtt^tedS, -j65£ (2) 
H 2 N-R3- (R40H) n ^ (2) 

-Tr^£*l,3 4 5|E^^>y ^y — i^-^fcoT, R3 te, CI C40 ©SMK^fctt^lft 
^(D^bTK^^^^Us R4 te^feb&V^fc b< W: CI C40 (^MK^fe:^ 

«E«o^b7K*«s:^bv h 2 n &y #y— j»mw*frtev isx-m&ntmmtL 
y— a 0 

5 4. »7Ktt^*a«, -#5£ (3) 
Hj5N-R5(OH)n 5£ ( 3 ) 

4 5|b^<d y #y-Atfcot, R5 «\ ci C40 
^^bzK^Sr^u, h 2 n i*y #y-Aflg«*fctty ^-seiriiicss**: 

Kmmm<o-mfmkm&'t&Rj&&'gtiz&*™\'. n ^s^ic^-r, y*°y 
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56. U tfy — J^miz- hV * (t Kn=3f is* f-jv) 75 y 3L^ % (t 
Kn^ix^^vv) hy* (t Kn^^/nW 75;^y, 

hy* (t Ko^'» r^yy*>\ bvx (t Ko*s<xf/u) 7>;y 
by* (KKp^^ntr^) 7$;^^y, by* (t ko^^ ^- 

/v) 7$;/o/^y, by* (tKn^Vif/V) 7^^n^i/ s by* (.fc 

^-g-t-J; £K:J: 9 V tfy — J±m*m7kmkistiX^Z>, 5 512 

«oy7Ky-A D . • , 

5 7. 4 2*>b 5 6©v^n^miB*©y #?y— a &c3£#J£ fcte«^ ££f 

tt&ww, BRM-f--r h#-r^s, s&itfrmfci-i&siK ft&m&m. 
&mm. *mwm%kmm.- ntt&xmms mm^mm. mmm. 

Is • -ir^E-^-r Vg£E##t#* siRNA, miRNA % sraRNA, T^^-fe^* ODN DNA & 

59. mmsL^-mmmxtb^, 5 7*fc«5 s^ie^y ^y-A^j e 
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6i. mffl#mmmmM"?*>Zs 5 smmw ^y-^mm^^m^m 0 

6 2. tt^mry ^y— A^tf^j^s, K*y^if^T?*)5 6 ii3«c<^y 

6 3. gPMSiSJtfcS, 6 1 £fcfc£6 2 fc|B«i©etaS!lo 

6 4. *gPS4fflt(i3fiii-ei!6)5, 6 l&1t&6 2kZ.&m<D$l1&W« 

6 5. I2»k3 3^V^i»tbdMJ:|BifeO*S^II|iy #y-AWbttfit»AL 

6 7. fl2ttfld s , 5: V A ^fd?4lf^ ^ >-E -CfcS 6 5 ^fc«6 6 {dfBgJ 

6 9. gqS-^aij&j-cfc* 6 8lB*©* l ajSafifc«b. 

7 2. 4 2)5^5 6©V^tb3&MJ:|B*fe©y jKv — ^^^fp^Ab^y 3^ 

7 3 . a&«JMB0w-ca>5 7 2i5^©-fb«£p B p/m^#io 

7 4. ffctti&a^ t?* 5: > A £fctel^ ^ >-E 7 2 7 3 {CfB^ 

75. 4 2ri>b 5 6 ©v>-f ti^i-ie^o y #y — Atc^a^r^fAUfc y #?y 

7 6. feP|ft^3K5SI-e*)5 7 5t&ML<D'k&m.J&V!!o 

7 7. tp B p^^ii|]tn B p-efe5 7 5£fcte7 6 {d|B^©^i?p«afife^l„ 

7 8. ^fptf*. ^A*fcttf^ 5 >-ET?fc* 7 6*fc»7 7tC|B*fe© 

3feWl©Sai"efc 5 B^H#fPWJ® 2003-285432, 
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2004-093872 %(T) W #ffl#:fc X t// * It ft HI ffi ^IBife $ H 5 F*3i# &^-g"r § „ 

urns, 7^77 1,4-ryy vnr— ^rti^ifcy 

B5», r^-yr 1,37^77 h y a-— ^Hj^Sr^-a-ufc y #y 

S8 » % *v =f^vy— ;* 5-b^^-^uyty #y— ^©«3tM«r*i-«S: 

si ot*, a-y ^yy-^ 7 b/ty ^y-ix^^at^j^^-rm 

mi 2« % *-y ^y;-79H — SFSras^Lfcy #y-A©«MJ^tt 
m 1 3 « % 13 m<z> y ^y— A^#£>fMft&^- 60 ^^jfiL^^^ssr 
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m i 4 ft, 13 m<o y tfy—j*m&ft<o : &ffift& J * 60 ^©jm^o^ast 
ii5it 13 u<dv 7$y-j»m&fc<DW>mfo®i J i- 60 o^a^r 

016H:, 13 ffico y 7$y*-J±&&ti:<DBmft-8t J 3' 60 ^^Oft^c^**^ 
Hll 7 ft, 13 l©y aHy — 60 #&©flBk^#*&*£r*i* 
E18H:, 13 So U^y-i»l^W«4 60 #«©*IM*^©$Mfr* 

in i 9 ft, 13 m<o y ^y-^i^©#r^^ 60 y >-^tii^<^^^ 
la 2 3it3'-^7y^7^ h-^H^Srjfe-a-bfcy ^y-^ofli^JSr^-r 

IU2 5ft, 3' -^7y;V7^ M>-5>'=«Mll«r*&'frUfcy tfy-J*(DffimM& 

in 2 6 ft, 6* ->7y;v7^ ^E.mm*&&vfev #y—j»<Dm&m& 
in 2 7 ft, 4«©y^y-Ai^©itrtS4 10 ^^(D^^o^w^f^^ 

HI 2 8 ft, 4S©y jKy-Afi^#o»trtfi# 10 ^Oik^— ©#fT*fc* 
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m 3 i 4 m<D y y — At^©)§f^4 10 fr&(Dsk*^<D&ft-&&^ 

El 3 2 i3u JfctfcfW <lr LTO tris (hydroxymethyl) aminomethane £r>g-£- Ufc y 

tK y — a (d^^hi -e 5 o 

So 

Er36« N 2' -7ms)v=7? y—^sM%&\z-&. v^m^titiv tfy—j*(DMi& 
5r^-rm^:siT'fc5o 

Hi 3 9 ta % 1,6-^^y tf*-— ^-gf^Sr^^u^y #y— 

K#-c^fej£^^^^*5Jt5$ij^msr^-rEi-efeSo 

B4 0tt, 7;v7 7 1,6-^^y tf^— ^-^Sr^bfcy #y— 

129 4 If*. 3-7 3^7^ h — ^=*«ISrjg-^U^:y jkv — ^oftpft^-eo 

134 2 ft, 3-7 3^7^ h—^H»fiiSr^Ufey aKy — AOftpfiJ-^-C© 
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!U43te, ^y^-7icVaia5 L-Dox t L-Dox-SLX £>3llll&{g&&iil&fft 

m <d & m * ir m T? fe 5 o 

|4 4(i, L-fe ^ v'^fD^^ J: 5 IFN #^)PB# L-Dox-SLX 0ftHJ&£$&$] 
HPJtt»©il$*^tEITfc5. 

EI4 9 tt N S#^fi#^oa^l>^fc33»tSfW*Sb*S:*-t-^3l"t?*>«. 
El 5 4tt, RA-^^^td^-rST'W K=^/nVM DDS iPt^J: S^^OjS 
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5HI/hfitr**t5. aKV — Atts B 1 ~ 1 2 % 23~26*5it; 

3 2~3 8 tH?j*i*;h,5 £ 5 ^C^©*ffii-ftt>%J©«J■^C|Mll*5 % 3|*'a'bTV^5, 

£t**©JSH©4h«&J&te&9i&£;h, (endocytosisK Mft-Trft&bTV^^ 

#38Ui©y #y— ^»c^$**«f«Sfc ut, ±^i5tE-fei/^^y, p- 

fetus. - E-±u^^-> > P-±ls??->mkte, 
DC-SIGN, DC-SGNR, =iU?^^^ ^^/-^^lef^O C-^-l' /V^ 
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JffflJ&^J; 5 w ^ f yi^iii^^afe tt 516 f ©SS 

i/7!J^7^ hlfSi'ENK (H2 5) *5<fcT* 6'->7])/V7^ hi^^*£$i (0 

2 6) frmifbtis w^tt^y-^at7/v77 u-ry; 

(01), 7^7 7l,3vyyt*t^-ii (02), T/Vj7 T 1,4 
ir^— x-ffim (EI 3), 7;V77l,6^y;t't-7lii (0 4), TfV7 7 

U7;v7 7 1,6-^y Mj*^=»«(0 5),t!) =f^>-y — ;* 3ii&f$iK0 
6), ty^y.;^4b/Nii (07), ^-y =f-v^y— ^ (08), 
^-y ^y/-^6Aii (0 9), a-l> rfvy;- ^ 7 7L*Mft (@io), tf-y 
^■^y-^s+lMA (mi D, *y =f^>-y-^9H — (Hi 2), /W 
* xiHti (®3 3K yry/wK^xiEgiii (03 4), 7^f^3 

(03 5), 2' -73^V7^f-^Hti (03 6), ^3^7^^ 

mmm (037), z-^^^?? \>-x=mm (03 8) *s^»fe>tta 0 

let ^^tT'^T't 5 i 5 5 - t > «MKSr*a*«T?3l6 

y^y-A^t^jjgfittit #ixj£, 7t^77f^y^i> y* 
^77f^n^^-^7 5yl, 7t^7 7^v?« fi7^yyt 

•fen— /HE, ^^^^rf^aiy >-^ % =1 l/^rn- /HS«S#tf P,^, -7*^7 
T ^^v=3 y bTf*, v?^!J7b^;i/7t^77f^^yy 5?>*/r,$ 

h^/V7t^7 7f^3 y >\ ^77P^/V7i^77f^3 y >^S, 
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•§Ot s 7t^77f^^y- ^7$ ^mt LTtt, ^^^f^;V7^-^7 

^y ^m^> tfv^y ^-ix bTtt, ^fy^y^KGMi, #:/^y 

FGDla, #1/?}) KG T 1 bW&. l&ffeWmb fCit, 

h\ ^V3^t7^.K, 77fi/yVt7n\ 7t^77f K, 

^K^d^ 7^^77f^ytn-/viitt«:, ^^P^b>f;v7^^7 
7^W!)tP-;K h-< /U7t^77fv ? /l'^y "feti— 

7n-l'^7t^77fv J ^^y-tD-;l/f^f tV\ vL<£>5*>> 7t^7?f 

1 ' 

*&w<dv &y-j>.&M&-rzmnb lt, 7t^77f^=>u^ 

g£ (=E-yVJt 0 ~70%) % 7*777f^H^;^T^>i (^e/Wt 0—30%), 

mfrtbm$itstiz> imu-t<omm (^wto~3o%h ^y^y^^bm mmm 

m> 7t^77fWytn-;H*3J:^7^y^-;xyyi^f)*5^ 

/vjto~7o%) *^&h<D&m? btt"5o y^y-Ai*it j^o^fe^t^ 

£fc, jg^iMtt&u bA— >-2fe, 7^yf7v^^ ^-e^-7-^ 

yay^^ffiv^^ v#y—J*<Di&*&&mni-tz>zbh'*smx*hz> 0 * 

777f^3 y ^M.=t ^fp-;K7d-77 7fv ? ^^;-/>7^I, 

7t^77f^« #^y ^KIS, ilfifet<ii7^777f^ 

yv^v-svm&m&j&ftb^zm^bRmmvkm^-^m-t-h v $j*b(Dm& 
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fe&5S^fe3iiR£tu5^&< £t> laojigsriy #y— a^-cs^u y 
-let^^^ssi (77b) t tTW5. #3&0§©y#y— a«: s 

tts. -r&frfe, #3§E©y #y*-^». y §e«&*£^3*5fc:«><E>:*/' 
v^y^-v-K, MSC> 7*^77fW5tp-/vs, ^7^^;xyy 
iifn^TP — fe & fe«i z ti z> <p>t£ < h •hi^SL<omw<07 

^Kic*3v>T^i~5 y #y— Ate, iis-^tj^-e^^ffi-e^sjos. 
fc«»;iy aHy-A*ffiS:»7K^bi-5. y sKy— A^®o«7Ktt^r±, y^y- 

3-<D&&mb&to. £ e>m#* b< tt, H200 oHaESr^r-t-sffi^© 

«7kt£te^*##tf fe*b5. S 1^4 < i t 1 o©7 5 / tt 5fi 

^0«*tt^«f,-r<efct>^-7-»t» <Hlo©0Hlt'>>!i:<nio 
OT5 7S&tt5 glTkttfl^* ^ ¥ ff fe tu 5 . «7kttte-g>Jfe . ^<^T\ 
««ti:^i-sa:#:fiE# £ * «9 lc < < «tt*flJ&JB!ffi_Ltf> u-* ^ vfc «fc SttHK^IB 

y y — Afc^T, ^^7 v >'#^#^^^^$^^t[p]-t-57^:^?)^c:fflv^ fetus u-y 
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a^V, hV* (t Ko^^DtVW) 7$;i^y, by* (tFn^f 
AO 7 5//-*^ by* ( fc K n df- 757/^^ .b y * (t Kb 

^iX/ot» 7?;^y, by* (tKP^f^) 75/^o^^, b 
y* (t Kn^^xf;!/) T^y/n/^A MJ^ (t KP^*/7n f/U) 7^ 

x^/-;V7^±l^lffl£D2f^It by * (tKn^^f/v) 7^// 

* v^trfflv^-cy #y— A^B^TKtt'fb-rSo a&yktfrfb-^©— $£5£f3:> tie 

5* (1), 5£ (2), 5£ (3) ^"C^SttSo 
X-Rl(R20H)n 5£ ( 1 ) 

H2N-"R3-(R40H)n 5£ ( 2 ) 
H 2 N-R5(OH)n 5£ ( 3 ) 

rri?, RK R3 *3it^R5 t±, Cl^bC40. 03= b < CI b C20, 
*U<t4Cl^b C10O]|[«*fctt^fife«l©^b7K*«S:^U, R2, R4te#:£b 
ftV^>fc b< tt CI frb C40, b< ttCl C20, $ fclflP* b < CI 3&» fe> 

cio tofiif fc te&t&m<Dm4k7kmm*^-to x i± y # y - j*mn t um& frizm 
ffim<D-ffinmtm&-rz>5ifc®i , wi&m*^v, mz-ft. cooh, nh, nh 2> cho, 

SH, NHS-^*7VV N W * b\ 5: K^*7VK Stt^o^y, EDC N tf V Vfr 

te^fcj^Bfrjh/o^. fab, -^<D^7K^4'^b^^av^<Dj?:^.fi/J^$v^(D-e N y 
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y ^jBSts:fflv>Ty ^y— AS:f^fifei-«^fe mm 2000-302685 ^<d;£&£: 
r<^5*>^ hy* (kKn^v^;v) 75 yy ?^*m^xv ^y—j^mm 

#y—&M#Mkvxmm-rz>iz&fcm&\^\,\ 

b^/V7t^77f^^/^75^ ^7 1 7n^/V7t^77f^H 

>- *^/U7°u fc*tf\*— K v?^y Vr^^Vu;*^ — 3, V -V*5-7>r\£*7)\> 
7*/%— K oi^l/^yy ;V\£77/V7 5 ^/W^. y |>^<D 

2 ffi&m&MZ-x v x y ^y-ABUiov^/i^ h^^7t 
tc<t 9 . y^y— j*mmz.YV7 (t Kn=*-iyy ^-/to 7^y^?y^ti 

£><5„ 
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kiev^;: *®Srie^ J f-^'tet?»7Ktfe^bfcy 

y any— AJt©t>o^t>-&^i-s. ro± 5^«7Ktt^ufcy j^y— ^tt. y*tf 

30%), 7i^7rf , 7ysi, fi^T/^/wy y«i*sj:t;^t^yyK«^ 

3&£J3MfOI> 7t^77f^Uto-^^7^^^i!) ^Sfrtafcfc 

*38M», $ bicy T^y— ^{^iB^^TKtt'fWk^^^^-frT, y#y— 
y # y- a Srfc o ^i^^u-cv^^y a icjm* £ 

$*ttJ;v\ ckd^, y ^y — AKi^$*5«F^©aSttia«J::lRe>-f^ 

-24- 



WO 2005/011632 



PCT/JP2004/011291 



^^*5ii;fc^T'fc5^^ fe^^cfcy sKy— a,, y y*-ief*3j:t; 
ttf«Sr^$*fc»5d s a*bVN 0 rtiit y^y-Amy ^*4-gejfjsj;t5 

y ^flg«Ki«#*r*grg-i-5 1 t> Kit*****!*"*-*. 

isLmrjv?%is (bsa) fwiti©M7;^^ i/^m-f b*iz>&, ten 

A«r^-TSllgWI-iE^^Urv>5 0 #3MI§©y ^y-A« N If JJIfC^*!* v 
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^-r&ik&mte, v #y— A*w-£|-A£-fr52K fcsv<>w:iJ#y— a*® 
^-f y #y-A^SK:®a«£*i!r££-£S 0 y *?y-A£, Na i o 4 , p b (o 

2 CCH 3 ) 4 , NaBi0 3 f©^«ILt, y *K y -Affi|® 6 
^yi^KlrMU lfc\<^X% NaBHjCN, NaBHjWI^^T, y 

7*9 K ^^l^>-^y 3 ^ 7 * ^ ^ 5 f /V^ ^ S/^- 

<£> 2 ffif^^^rffi V^Tx h y * (fcKn^^f/V) T 5: / y * ^©_L^<Dgl7k 

mm&£xf/iztc.tem.7kmk&wb v #y-j*b<D&&m&, ^.tutmm^^ 
T*/&titem7kmk&mb y ^^-msnb^^m-frfe, vxy-^mmft 
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S^t^i (fcKn^f;v) T ^ y y ^ ^^<D_h^<^H^cl4'ft;{c^iv , » 

?r^i-S*Sm^5S5c^^. NH 4 HC0 3> NH 2 COONH^©7^=n 

t Hl-l 2, 23~26jo«tt^33~3 8lC^£*L5 J: ? t£ }) 

50~350nm T'$>5o #31^0 y *Ky — ^{C^fm LTV^ ^ b 
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{Z rfcV^T, 37°CT% -50-10mV, 0* b < fct-40— OmV, £ b < fct-30 lOmV 

y y*-ieii^fa «9 l-60<@, b< fit 1 -40 fiU $ bK:0£ b< fit 1 

-20 vtfy-j* mbytes v ^-saKSr^v^s#^f4, 

1 — 30000<@, 0;§;b< fitl— 20000 <® N $ fcl£F* b < fit 1 —10000 4B % fcsv^ 
fit 100—30000 {g % * b < fit 100— 20000 <®> £ 6 b < fit 100— 10000 fl % 

foSVMi 500— 30000 b< fit 500—20000 £ 6>M£?3: b< fit 500— 10000 

iffcs. y §6K&JBv>fcv>#<g-wu y *?y— ^ i&^^ l— 

500000 b < fit 1 —300000 <@ N £ Kl$8PT§: b < fit 1 — 100000 m^±<DM 

* iiosi t mm&miz «t 0 t T?©®HRfw«H4S:ii5 «> § r. 1 1> 
-aw:, iitctuw, mm, ml m. m. >t>m. mm, wm, mm, 

mfa-rz>o mMMfo&tfZm l 3, 16 N n, 18, 2i*5j;th*2 2 

;*-$|§L 7/V7 7l,4' ! ?y/lft'-71ii> 7/V77l,6vy;ift^I 
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«F0L 7/V7 7 1.3 7/V7 7 uvynyt^Hii, *-y=*wy — *3 

*-y rf^^y-^ 9 -j — fMK&frfrLfc: y stfy-Ate-r^-Cjfo.'K J3$> IB. 

$5, ^li*3J:t//>^^^|p]#^^V^ £fc N Ell 4^^i~j;5{^ TJ^T 1,2 

-^v/ bra— *zl8N^ ^-y =f-v^/— ;* 3 tMw/-74b^i 
iHSr^bfcy ^y-A«ff»^(Dit|fi]i4dS^v\ HI 1 5 -A^T^irX 5 \ZLT 

/V7 7 Uvy/fc^-^zii, 7^77 i,3vy/t^-^i:ti, 7^7 
t U7/V7 7 b y ^^.mm^^vtiv #y — o^t 

ft#^V\ £fc % Ull 9^,TfJ;5lc7;l'7 7 1, 2 -v >V bf ^--^ — -T 

^77 1,4-^^7 tf^-— ^-^S^ % T/i^r 1, bra— ^»-^0§r^^b 

fey #y— ^ray v^i^^ftttasiiii^ £t>(^ tMw/-7 6Aii 
Sr^ufcy ^y— ^ftta^iisv^ 

£fc, ^0JOH!2 3~2 6iZ7jk£thZ> y *Ky^-.M3\ ^ift^WSHEttte 

(cjov^T^. ±iB4aom^^y #y— i=s}c*D{ts^^#*^3^i®^^jg 

&3mM<D^mX- (1)50^ 2)200/* g, 3)lmg) -e*£-8^ b£> 5 ^ i: {31 £ «9 *?o 
fefctf>-efcS 0 ^*UiL<fc*U;£, 6'-i/TV fry? *H$tlJL 6'-^Ty^7^ 

3'-^7y^7^ 1 — 3'-v/ry/i^* hi^ v^g^^tejjtWM 
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*|8Woy^y-Atc^**SEJI^'toi: bTtt, T^Mt^mm. ft 

mmmmmm, mmm 0 Mm^mm^mmmmm^it^ma. mm, m&m 

^ft^^ ^#L#\ %n&4 b^^y-^^^y^fr^ siRNA, miRNA, 
smRNA, T^i?^* ODN DNA ft £©fc^i&SRM*®&ifejK*!U »SffcS8H 

— >— /K ^^777^ ^/W^i/, =7=. A.X^ls^ JJy^i7h7A7f 

h y £Aft^<z>T^=¥yWb3ij> h-yy w/vy (y^*:/ 

h^y ^y#*yKh y b m^*ih- k tr^ % *ttiftT>^ 
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#\?^ UMMM-J * n v^i/^h y jvim^y-yjv^ 5-FU, "rtf?— /K K=^ix 
■yjvy #71^:7— /I'&^oftmt&ftSU ^ 

i/*T>fe/y,IBI^B'r^ -y^ N ^y/vifv^, M.m K*y/nf'>^ 

□ y, JJSlstfT 9 ??-^, i/KZfvfZ/, L-TX/tylc-l — - tf> T-fe^7 % 
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bi&^k mm. xzf-tAsm. warn* mm, voy^inisfeps^ *>s 

^J*ififllttSv\ ifitti&i: Ittt, =^#K *SJ|llfc£#teJB£jh,, 

«3p»cn«*^r-rs v #y-j*te, ^ipS4 *5j:t^»pa^fc 

*T? 0. 0001~1000m g> 0*.U<tt. 0.0001~10mg, $£>t:i0£L<te, 0.0001— 

o. lmg -e<ti\ *»^©y^y-Ai4, ^»fatt&3fri-siMlSr'£*-r 
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<0##«rJ*«fc:U iittsU H^SriiU «fe£^XL, £fcte&Jft> b < ti%» 

/l/K^/n^w/^yi, y^^> m*m. mtr^^ 

i/a V*c3 VT^*r. ±^-?V ^*cX, =-^~? xl**, t y 3r^:*— /K 

-33- 



WO 2005/011632 



PCT/JP2004/011291 



^O^fe. «*.tf*f^«ft^ ^2)S 3fe#jft2clS mUl^ 2002 ^1^18 0 
^X^V—TMt 2001 3= 6 ^ 30 0 TUfir ^^IBi6<D^3ffi 0 p p^ffiV^^ 

zmA*tcte%g&£^fch<D*&&m.f$.%} t vxm^^z>z.k&x%z> 0 *mwx 
tfilxj^ y^ay^, ^^yr; y^y^y, -fey i-yg-yxy- k 
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isay-tf, Tjtfy**, p?v/-e=r^ % AHCC, St©^— # y* 

Hffh t^-;yl, =7-^^, /WjK*&, T^y@£, 

n— irA-i? y — , W ^^ftaLdr^ * tVl^y > EB-b~>-^>\ y 1/V >\ 
M^^d b p, DHA, EPA, ARA. S»:fij, df^^^, 7nx, y y # y ?\ 

^^rfc J^U ttt±i^^M3g^^-^^-frT £ l\, y atfy — 

mummstiZo js^sy^y-Ate, $s^^b-cw£<T^j; 

IB^iPb, £*ttJIb*&$fcttltft4ilJ?b*fi£ bT^VN5r.i:^-x?#5„ 

HJfem y^y— aowusi 

y 7}f y — A«UE$g(D^fe (Yamazaki, N. , Kodama, M. and Gabius, H. -J. (1994) 
Methods Enzymol. 242, 56-65) lC «t t) , /W&StffifcSrJB V»TBI» bfc„ 

/VT 5 ^Z^^itX^tl^tl 35 : 40 : 5 : 15 : 5 ©fiJ^O-^ffJIi^fl: 45. 6mg = 
— A'fife'*- b y ? A 46. 9rag U y o n */l^J»/y * y — sl<mm 3ml b 

fc„ #e>tbfcHSJ^Sr TAPS^M? (pH8.4) 3mlfcj6!8k fifRMLt, 
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ft5-fe/MHMl£#fc„ ^-t^mmm* PM10 m (Amicon Co. , USA) t 

PBS^«^(pH 7. 2) ^ffiV>fclS^J©^^tt^I— y ^ V — A lOOnm) 10ml 

MM&I 1 "CUM Ufc y # y — 10ml £ XM300 m (Amicon Co. , USA) t CBS 

mmm(pH8.5)^m^^m^mm\^nmm(D p h 8.5 t^ufc ^tsui 

bis(sulfosuccinimidyl)suberate (BS3; Pierce Co. , USA) 1 Oral Sr^Ux.s 25^1? 2 

h^^7t777f^?/^7^i: BS3 ir^^^^Si^^^JSUfCo 
^tt^CD^y- £ XM300 m t CBS (pH 8. 5) "C PS^ffiil ^ fc-„ 

CBS WMW. (pH 8. 5) 1ml \Z.^fr bfc tris (hydroxymethyl) aminomethane 40mg 

/Ky-iN^iomi ^*pxlt. 25 < cr*2^p^ii^ N 7*ct— iii#ut y #y 

— i^-LcDjJgKKljft^Lfc BS3 t tris (hydroxymethyl) aminomethane t (Dfc^ffi 
=5-is;V^? 7-/1/7 5 >-_h(C tris (hydroxymethyl) aminomethane GDTkStt^IH'fi 

mnmz v j*mm±^<Dt hskmr^-y^^ (hsa) (om^k 

JPE$&<£>#fe (Yamazaki, N. , Kodama, M. and Gabius, H. -J. (1994) Methods 
Enzymol. 242, 56-65) &C«£«9s % y 7°}) ^^J&Sr&JB^TfTofCo -T&frib, 

ro^j&te 2j£i^n^Eas-em\ £1* tec&c mw\2X~mhfot- iomi oy 

^y — ^^B-hiC^-TS^f^^y ^-v^ KSr 1ml (D TAPS (pH 8. 4) (Zl^^U 

fcy *iga ^S^T" h y ^A43mg^*PXLT^ig.-C2B#^^#bTig3 

bfc^, xm3oo^^ pbs^w^( p h 8.o)X'mftmmi-z>z.tfc£V)mktstifcv 

3#y — A 10ml £#fc 0 ^©y^y — A^}:, 20mgtf>t: hjk?tT/vy^ V(HSA)£ 
JP;tT 25^C7? 2 B#P^#U PBS (pH 8.0) iZ. 2MNaBHjCN 100 n 1 SrflP&T 10°C 

t?— WUTU 2}fy — J±±<Dtfl/?}) Jr*S Yh HSA y7°V ^SJ&T* 

HSA£^Lfc 0 tit, XM300$|£ CBS^®$KpH8. 5) T'Pg^itilSr Lfc^, HSA 
^-a-y #y-A^10ml <Sr#fc 0 

mmm* y#y-Agm#£^fc v jhrnr ^-7* z 1/ (hsa) ±^©7^77 1,2 
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T)V~7t 1,2 -7^7 bf^-— ^-^^(Calbiochem Co. , USA) 50 n g 0. 25g <D 
NH 4 HC0 3 Lfe 0. 5ml tK^^^P^l, 37^^ 3 0 Fe^# Lfc#, 0. 45/z m (D^ 

-X?itiiLT^©5l5n^OT5 7 <fb^J&£5£#£ LT7/V7 r 1,2-^^ 
y t'^—^ -gflMO^ V = *>/UT 5 >4b&m 50 /z g <Sr#fc a ^Jfe^J 3 T?# 

fey Tjfy — A*£<£>— Ufr 1ml ^fitl*^ 3,3' -dithiobis (sulfosuccinimidyl) 
propionate (DTSSP; Pierce Co. ,USA)lmg &1mz_X 25^-C 2 I^Pel, Ji^V^T 7 0 C"e 
— ffi.W:W U XM300 Jgl t CBS (pH 8. 5) T-PS^ii It DTSSP & V V — A 

_hCO HSA i^^Lfc y /Ky — ^ 1ml 3r#fc„ £ © V zK y — A*£lC_kfE<DT 

;V77l,2Yy; ^-^-^|g<^^y n 5 Wb£^50 M g^D^T.25°C 
-C2B#r B m#b, 7^^— lftift#U XM300j^£ PBS,M«t(pH7.2)T?P5^ 

iiiiUTy 3Ky-Aj^®^t h^r/i^:/ $ y±© dtssp 1:7^77 1,2-^ 
y if;*-— t hjk^T/u^^ >-t y #y— Ata^^ufey *?y — a 

(B&ffc : A 2) 2ml (^IM* 2m g> 200 ,x g, 100nm) b 

fr7e 0 

mfe#j5 y #y— Aj^B^^i: hjfiLftr/vy^ > (hsa) 1^7^77 1,3 

7/V7 7 1,3 vy;^ — ^~$fi!C(Calbiochem Co. , USA) 50 /z g 0. 25g <D 
NH4HCO3 Lfc 0. 5ml 7.M«t;i;&P 37°Ce 3 0 Lfc^ 0.45^01 <D~7 

jjvz— x-MmvxmmomTt^iiffiiCDT $/w^ut7;v7 7 1,3 -^y 

y tra— ^ -^o^ y 3 vwr 5 50a* g £#fc 0 iHifcM 3 -e# 

fey ^y — A*j£?>— W& lml fc^fiff^ 3,3' -dithiobis (sulfosuccinimidyl) 
propionate (DTSSP; Pierce Co. , USA) lmg £;&P;tT 25^-? 2 B#fig % i^V^T 7°C1? 
— (jfeJU^U XM300J^£ CBS&ffi?$(pH 8. 5) -CBWMftjfi LT DTSSP tf* ]) # V — A 

_h£> hsa l fey #y-^ lmi &#fc 0 ^kd y *Ky — ^?kk:_lib©t 

T?2B#WJft#U 7°C-C— |fe»#U XM300)gli: PBS (pH 7. 2) TPS^ 

aiSbTi; AjRffijfe-g-t bjULiftTVi^s y_L<a dtssp \zLTj^y r 1,3-^y 
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(||:A3) 2ml 2mg, *&^6S 200/xg, lOOnm) 

H«J6 y jjfy— Ain®jj&^t bjfiLttr^^s: ^ (hsa) jl^ota-^t 1,4 

7^7 7 1,4 fc*^-— ^~i^$^(Calbiochem Co. , USA) 50 p. g £: 0. 25g <£> 

NH 4 HC0 3 ^^^bfc 0. 5ml tK^^I-APX., 37 0 C-? 3 0 M«#bfc^; 0. 45/im ©7 

y if^-— *-$fs§gtf>yy 3^75 Wb-a-ft 50^ g 3felfc«3"C# 
fc!) ^y — A*£<£> — lml l£&ffi$t3£ 3,3' -dithiobis(sulfosuccinimidyl) 
propionate (DTSSP; Pierce Co. , USA) lmg 25°CX* 2 RffUL Wt^X 7°Ctr 

— Hfe*#U XM300 Mi! CBS^«^(pH 8. 5) T*|g*M*ifi UT DTSSP p V V — A 
_k© HSA LfcU *Ky-A lml £r#fc 0 - O y # V — A?ftfc±fB©T 

71^7 r 1,4-^ ^y t^-^ZiiO^U =>^7 5 >"fk^#J50/i g^r*Px.T > 25 c C 
T? U *©ft7tT-|fe«#L, XM300BI£ PBS «SF% (pH 7. 2) T'PS^ 

»jfiLT!J ^y-Alffijg^t hikmT/^^ 1/±<D DTSSP 1:7^7 7 1,4^^ 

y t'^-— ^-^^o^^ffofc 0 ^jjgJlt:, El 3-c^$ix5 7;V7 7 1,4 
y t't-7>ziii: t hik^r^^^ y Afc^tt^ufc y #?y— a 

(Ifcffc: A4) 2ml (^IK* 2m g> 6 * 200 /* g, lOOnm) 3&S#£> 

mw\7 v tfv—j*mmt£&K hjkmr;^^^ (hsa) ±^07^77 1,6 

7/V7 7 1,6 ^r^y t*^"— ^-^^(Calbiochem Co. , USA) 50 fi g 0. 25g <D 
NH 4 HC0 3 ^r^^b7c 0. 5ml 37°Ct? 3 B mfflfr bfc^, 0.45jum<£>:7 

>f yv^— T?»iflUTlS«l03S7c*iS©T5 y-fbSJE&Sr^jfeUTT^^r 1,6^^ 

y lf;d— ^-^©^y =ii//WT^ V^#j50/ig &#fc 0 H»J3T?# 

fc y *tfy — A^O— lml fC&ffitt% 3,3' -dithiobis(sulfosuccinimidyl) 

propionate (DTSSP; Pierce Co. , USA) lmg $rAPx.T 25°CT* 2 ^V>T 7°CT* 
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— Bfe»#U XM300 il£ CBS^ff*£(pH 8. 5) T?IR^*ifi UT DTSSP & ]) V — K 
±.<DHSA\Zl£&LtcV tfy — A lml &#fc„ 2fcKl, £ (D ]) # y — A$j^_LfE(DT 

T?2f*W«#U. •t©«7'C-e— ife«#Ux XM300®lt PBS«««E(pH7.2)-CIS^ 
ilillxTU ^BtBHtt'&t bjk^T/v^^ ^±<D dtssp l^T/vyr 1, 
y }f^r—^-mm<o^^^n^tc e m4X~*k£tiZ>T/\'7T 1,6-w 

y tf;*— ^-«f«Kfc fc bif7;^^i; y 2Ky-A£255j£-g-L;fcy #y-J» 

(B§^:A6) 2ml (jf&jmJT* 2mg, &&&* 200/ig % lOOnm) 

HJfefc|8 D^y-Alffi^tMiLiT/^^ (HSA) ±^^7^7 7 1.3 

T>V?t 1.3 7/V7 7 l,6vy; h y ^.Hi^^CCalbiochemCo. , USA)50/x g 
Sr 0. 25g © NH 4 HC0 3 £$§^Lfc 0. 5ml 7K^?^t-^Dx.,37 t CT' 3 0 M^Nf bfc^.O. 45 

Mm ©7^^- T«ifibTlM*©»7n5lc«»tf>T ^W^feLT7;l'7 7 

1,3 t)V7t i,6^y; h y x^mmoyv =^7 5; ^\^m so^g 
fc„-#cfc, 3 -c#^y sj?y-A«©— imi tzi&ffittag 3,3' 

-dithiobis(sulfosuccinimidyl) propionate (DTSSP; Pierce Co. , USA) lmg SriP 
X.T 25°C-T? 2 B#IW % SfcV^T 7°CT*— BfeSt#U XM300Jg|£ CBS^®^(pH 8. 5) ~C 
IS^»5Sb-CDTSSP^y aKy — A±OHSAfc^U*iy aKy — A lml £#fc 0 #c 
^ r<Dy aKy — AJ£fc:_hlB0>T/l'7 7 1.3 7/V7 7 i,6vy; h y 
^Oi/y l/fc&m 50 ng 25°CT* 2 B#|ffl»#U ^<E># 7«C 

t?— Ife^U XM300|^i: PBS^«?(pH 7.2)-CK^»ifib , ry aKy — AJRffijfe 

hJkmT/^^ 1/±<D DTSSP 1C7/V7 7 1,3 7^7 7 l,6vW h V 
H^O^^trofdo ^rOSg*, B5T*Stl57;l'77l l 37^77l,6^ 

w h y*— ^H^0i:b: h jfo.fit 5; yt y 3*? y — a £ bfc y # y — 

A (Bfcffc:A3 6) 2ml 2mg, iJ&S&fi 200/z g, lOOnm) ^ 

H»J9 y tfy— AjKffiife^t hiL»T/w^5 ^ (hsa) Jb~.tf>;*-y ^yy- 
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Or V =*V W —X 3 i$t§K (Calbiochem Co. , USA) 50 n g 2r 0. 25g O NfyHCOj 2r*g 
j!>>Lfc 0.5ml Tk^^^JP^., 37t:-? 3 0|HJ»i$Lfc«, 0. 45 /z m — T? 

/5 3^75W^ft50Mg*ft*i, &ki, |£ifemT*#fcy tfy — wM&cD- 
glS^ 1ml fc&fiBttlg 3, 3' -dithiobis(sulfosuccinimidyl) propionate (DTSSP; 
Pierce Co. , USA) lmg TLX 25*CX* 2 If^fffl, iiV^t 7"Ct— Bli^L, XM300 fl$| 
t CBS^W^(pH 8. 5)T?IS^atiabT DTSSP & V # V — J*±(D HSA KUfct-g- Ufc y 

/tfy— a imi ?r#fc„ ^<dv # y— A^fcjiiBo^-y y — x 3ig 

i©^y ay^75 y^ll 50me **DtT^ 25°Ct? 2 B#M8l# U ^(D^klXl 

x—mmwv. xmoo mt pbs&w&Cph 7.2)-cRg^itiibTy #y— 

hjfiLtf TAs-?* VJh<Z> DTSSP (31^- y ^y/^3itiC^fT<5fc c 
-tOjfe*. H16 X*7jktStiZ>*V =t*r>S— * 3Ifii fc h jfiLfitT/Ky* 5 ^£ y 
TKy — Ai^^^Ufc y ^y— ^ (|»:Man3) 2ml (MSCp; 2m g> i^S 
S* 200/xg % lOOnm) &'&(btlfc 0 

Hifeflli o y/Ky— Aii^t hik^T^ys:^ (hsa) Jb^<D^-y =f^vy 

^-y =f^>-/— ^4 b A^f^ (Calbiochem Co. , USA) 50 n g 0. 25g tf> NHjHCOj 
SSd^bfc 0.5ml 7K^^f-*P^s 37^-? 3 0Wg#Lfci, 0.45mdi©7^;^- 

^ y a '^7 5 yft^« 50 m g S:^*:. tfctn, MMM 3 xm± V y — J»Wi 
— 1ml JC^I^K^ 3,3* -dithiobis(sulfosuccinimidyl) propionate 

(DTSSP; Pierce Co. ,USA)lmg &AP;iT 25 0 CTr 2 B#H> 7^1?— ife8H$L % 

XM300 JH£ CBS i^«*£(pH 8. 5)-C|fi#«EiB UT DTSSP ^ y ^fy — AJb(D HSA fcUfe 

-g-Lfcy #y— a, imi £#fc 0 &tc> ^y #y — A$a£jLfe<D;*-y =f'^>'y — 
;*4 bAvftiH^^y = y/V7 5 ^\^m 50 jug StAP^lT^ 25 € C-?2l$IHHft#U, 
^<Z>^ 7 < Ct?-Bfe^b > XM300JB££ PBS««SE(pH7.2)-CRB^«jab-Cy — 
Ato^k hjfcJfTVK^S >±(D DTSSP fc^-y iv>;-74 b^fi©^ 

&fTofc 0 ^©igi, ni7T-^$^s^-y =?^^y — *4 b^iii t bjfojfr 

^<i! y ^y — AirdS^L^y JKy — A (W:Man4b) 2ml (ftAgfT 
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*2mg N i^gafi200 J ug % ^P^^^lOOnm) tfiftbtllt. 

mmmi 1 y#y— j^mmfe-st bikmr^^^ (hsa) jb^o^-y 

ty^y;-^5 -b*S^ (Calbiochem Co. , USA) 50 » g 0. 25g £> NfyHCOj 
#>bfc 0.5ml Tk^i&t^P*.. 37°C"e 3 HIBJItftfcS, 0. 45ju m 0)~7 4 J\"& — T? 

^ y a y;v7 ^ Wk^ft 50 y g S:#fco HJfe^j 3 y #y— a^o— 

lml tcg&^f^ 3, 3' -dithiobis(sulfosuccinimidyl) propionate (DTSSP; 
Pierce Co. , USA) lmg *MX-X 25^-C 2 B#|HK jj^T 7TCT?— b> XM300 Jgt 
£ CBS $g«i£(pH 8. 5) "ClS^itaa UT DTSSP & V #y — A_L<D HSA IC^-^bfc.y 

#?y— a lmi £#fc 0 -<^y #y— j*wuc±&<d*}) ^y/- * 5-b* 
0©i/y yjk^ti 50/xg ^pxlt, 25°c-e 2 nwt, ^0^7^ 

U XM300J^£ PBSM»^(pH 7. 2)T?RR^«iB bT y #y — AJUBJg 
CO DTSSP {C^-y ^y; — * 5-b«f«03fe«g-SrtTo/t 0 

Jtfy-— A^iSM^bfcy ^y — A (Pfcffc : M a n 5 ) 2ml (jftflgSC* 2mg. &3 
e* 200/zg> ¥*&*fcS lOOnm) ^#btt/ci 0 

mmmi2 v^y—^mm^^ h^rnr;^^ y (hsa) ±^<nj-y ^yy 

^- y =f ^ y — 6 A*f IK (Calbiochem Co. , USA) 50 n g £r 0. 25g <£> NfyHCOj £r*g 
^bfc 0. 5ml zMSWc^P*., 37°C-e 3 HMHtfLfct, 0. 45 m CD!7-f ./V ^ ■ — ~C 

«iabr«f«(©ai7n5l5j!S©r 5 y^s^Sr^febT^-y ^y;-7 6Af«o 
^ y 3 ^7 ^ yf^ife 50ji g ^#fco t?#^y #y*-^$£<z>— 

lml |£&ffi$tljg 3, 3' -dithiobis(sulfosuccinimidyl) propionate (DTSSP; 
Pierce Co. , USA) lmg SrAPX-T 25 < C"C 2 R#M % j^V>T 7°CT*— U XM300 jg 
t CBSMW*j£(pH 8. 5)T?PS^?SilbT DTSSP^y /}?y — A_L<D HSA \Z.&&V1tV 
7$y— A lml &#fc 0 3c K:, ^coy tfy — A^(j:Ji|B©^-y =f-^y — ^ 6 Alt 

^(Di/y 50/xg 25 < CT* 2 B#|HHR#U 7*C 

T— Ufe&^U XM300 g|£ PBS^fJ?£(pH 7. 2)T?Pfi*Ml&jS bT P #y — A^®^ 
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b skmr^ ^ y_hcDDTSSPt;:;*-y =f-^yy— * 6Aii<Dg^^tT-5fc 0 
*(Dtfe^ 13 9T*^$tbS^-y ^yy-^6Afii: t Hjfo.titT/KT'S; >i y 

— A^iS^bfcy #>-A (B&5& : M a n 6 ) 2ml (ISJiSCS 2mg, 
6* 200 jug, lOOnm) ;iWb;ftfc„ 

Hifcm 3 y /Ky- ^Bis^t hjfiL^T^^5:y (hsa) <d*v ^yy 

^y =f-^yy— * 7 ^L*t^(Calbiochem Co. , USA) 50 n g £• 0. 25g <D NfyHCOj 
/&>bfc 0.5ml TK^^P^L, 371:^3 0^S#Ufc^, 0. 45 n m- <D ~? Jls & • — 7? 

^UT^o5fi7n^^T^ ;TO^ISttt]J =f-=r yy 7 %^<d 
^y 3iy/i.T5: yft^ti 50m g ^fci-. HJSM3-^#fcy ^y— ^^o-— 

lml Klg^PtM 3, 3' -dithiobis(sulfosuccinimidyl) propionate (DTSSP; 
Pierce Co. , USA) lmg 25X;X« 2 B#Pp9. 7tt— ife«££ U XM300 m 

t CBS (pH 8. 5) T?PS«j1 LT DTSSP V /Ky 1 — AJb<D HSA fc:^ Ufc y 

Tjfy — a lml £#fc 0 -<z>y ^y-A^{c:_hl50^-y ^vyy — * 7%m 

mtD^V myjVT % Z/it'kty) 50 M g %Mz.X, 25 0 C~e 2 0#PQ^ U -^O^ 7t 
-C*— Bfc^U XM300 mt PBS i^ff$KpH 7. 2)TPS^il UTU y-Ajgffi^ 
-a-t ^_b<D DTSSP {^^-y ^vy/-7 7 7L#t#3<D^^£tTofc 0 

mi o-e^$tb^^-y ^y;- * 7:MfiK£: t hik^T/v^s; y£ 

y ^y-Ai:^^byciy 7jfy-A W:Man7) 2ml (MSC* 2rag. ^ 
g&4 200/ig % spiM^ lOOnm) tfS#fetl,£: 0 

^JfetfU 4 y/Ky-Aiig^t hjfe^T/v^?:^ (hsa) <d*v ^yy 

^- y =fV y;-^8 (Calbiochem Co. , USA) 50 u g £ 0. 25g tf) NH 4 HC0 3 2r?£ 

^bfc 0.5ml 7kfeWKlm?Ls 37^-^3 BF^^Lfc^ 0. 45 u m ©7 /W* — T? 

^y =y/>7^ Wk:^50/zg^#fc: o ^ig^j 3 y ^y-^^ro- 

lml IC^g^f^ 3, 3' -dithiobis(sulfosuccinimidyl) propionate (DTSSP; 

Pierce Co. , USA) lmg IfhWTLX 25 < C"C 2 B#fi»K if^T 7°CT*— U XM300 ^ 

£ CBS M«^(pH 8. 5) T?PS*M!ti® L'T DTSSP & V ^y-A±(D HSA bfc y 
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tfy— i»imi &#fc 0 r©y tfy— j»miz±W.<D*v =r^w — * s-h&i 

#KO;/y ^ 50^ g £*P*.T, 25^^ 2 B#MflM$U -^O^ 7t 

T?-Hlfei*#U XM300tt£"PBS««r?S(pH 7. 2) ^flmttiS UT 5 # y — 

-a-t hjk^T^^5: ^Jb<£> DTSSP (d^-y =f-^>y—^ 8+«f«S03fe^Srfiro^: 0 

-tojfe** mil -e^tts^y =r-^vy — ^ 8+8M8£ t bin^TA-iy 3: ^£ 

y #y — Atas»#b*:y 5^y-A (d#:Man8) 2ml (Mff 2mg % & 

mmm 15 y #y— ahi®^*: utT/^^ (hsa) _t^<D^-y ^vy; 

^-y=f-^^/— ^ 9H $S$K (Calbiochem Co. , USA) 50 n g £■ 0. 25g <D NH 4 HC0 3 Sr 

^^bfc 0.5ml TkmmzMZ-, Bm$tWVfr&. O.AS»m<D7 -f /l>>?*- 

•vmmvxmm(omycMf^<DT ^ /w^^ttty =f^>-y— ^ 9H — & 
§Ko^y 3^7 5 -yfc&W 50M g £#fd„ HJg^j3T?#fc'y xjf y— 

<Z>— fP^- 1ml iC&ffitfcgi 3,3' -dithiobis (sulfosuccinimidyl) propionate 
(DTSSP; Pierce Co. , USA) lmg tr*Px.T 25^-? 2 B#W % IfcV^T 7°CT*— U 
XM300 CBS ttflf?£(pH 8. 5) -CPg^iSiE Lt DTSSP # y ajf y — A_L<D HSA Uljjg 

-^ufcy ^y— a imi ^r#fc 0 ^<?5y TKy— A^eij:_hiB©^-y rf-^vy — 
* 9 H — mmnyy = ^7 s; 50 /i g StApplt, 25°c-c 2 s#p^jt# u 

tOt 7tt-M^t, XM300IH£ PBSi^«(pH7.2)T^5^SiiibTy ^y — 

A^B^^-t bikmr^zf?. >±<d dtssp (c^-y rf-^vy — x 9-\ — iio^ 

T^$^k})tfy — J±btfffi&lstcVtfy — J* (B»:Man9) 2ml mm 
Sf*2mg N i^SS*200/ig N 2p*H^100nm) &'&hthti 0 

mi&mi e yTKy-Aj^B^-a-t h ik flirty s: y (hsa) jl^<d 

tris (hydroxymethyl) aminomethane (DffiU'a 

(D—^ft lml 3,3' -dithiobis (sulfosuccinimidyl) propionate 

(DTSSP; Pierce Co. , USA) lmg %to*.X 25*CT* 2 R#Pfu\ ISl^T 7 t CT'— U 

XM300 mt CBS M©^(pH 8. 5) "CPS*!*© LT DTSSP tf* y jjf y — A±© HSA 
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& u v y — J* imi & # fc o & > r©y^y-Atic 

tris(hydroxymethyl)arainomethane(Wako Co. , Japan) 13mg &1)\iX.X^ 25^1? 2 B# 
(f^ti^U ^<£# 7^-e-6fe^$U XM300 l^^ PBS^®^(pH7.2)-ePS^alU 
T!)#y-Alifilg^t b jk ffi r >\> •? K 1/ ± <D DTSSP 
tris(hydroxymethyl)aminome thane tf^^Srfxo ^(O^^, El3 1T?^^tt 
5 tris(hydroxymethyl)aminomethane £ t hsk^T/^y ^ > t V tfy — J±b&ife 
^■Vtcit^nt VXCDV JKV-A (B»: TR I S ) 2ml (i|&fl!ft* 2mg, j$ 
^&*200/zg, lOOnm) ^#b^fc 0 

I^JS^Il 7 U^y-Ail^t hjfoJt T^:/^ (HSA) ±©&>dc14<fb*Q.3i 

ib$Q>m*ft^tc 0 i 2 m <d m mm & v # y — 2mi ^ s su * ic s 

tris(hydroxymethyl)aminomethane 13mg ^Px.T. 25 0 C"e 2 B#W.> r&O^ 7tT' 

-gfem#ufc#, xm3oom^ PBsmmmipH 7.2)x»mftmm^fcj&m*®i3£V 

A2 % A3 % .A4 N A6> A36. Man3 N Man4> Man5. ManS^ Man7 N Man8, Man9) &r*§- 
2ml &#fc„ 

mmm 1 s #® <Dmmm& y *° y --m^ic isu^f ^^^^piw^m 

Hi&tfij 4 ~ i 5 *s «t tmitetf!] i 7 t-im bfc i 2 iotig^ y JKV-AM 

flsrco in vitro X<D ^VjNHHg-tttes 3f8c (Yamazaki, N. (1999) Drug Delivery 
System, 14, 498-505) \Z.^^ ^^Wfefc-^J ? o Y % m^^frV&^Mffii 

"eS'J^bfc ^^^(Con A; R&D Systems Co. , USA) £ 96 4 2 n 

^v-mufcy^^-r >o. i/zg £ £ &fc^^a&5#«©*i$ii^y ^y 

— J*m&fc (m&W&klsX, 0.01/xgs 0.04 M g> 0. lljug, 0.33/*g. 1 U g) £ 
ao^L, 4^"? 2 B#ra-f V^^— ]> Lfc 0 PBS(pH 7.2)1? 3 [Hli!fe^bfc#, 
horseradish peroxidase (HRP0) h Iz/hTt'^ySr^OL, £ £>K: ±X,X 1 

UtF^-f^^- hs PBS(pH7.2)T-3[H]8fc*£U ^fr* ifSSC&^P b 

-44- 



WO 2005/011632 PCT/JP2004/011291 

XMUX^Ws 405nm ? n h ]) —^—(Molecular Devices 

Corp. , USA) -O SO 5£ b o ^a^st-f^Obr^-^^-fbtt, sulf o-NHS-biot in 
reagent (Pierce Co. , USA) *D;g# N Centricon-30(Amicon Co. , USA) f£ «fc *9 *ft$g bfc 0 
HRPO JHf-g-;* h b T If HRPO ©SHfc £ NaBHjCN Srffi V^StST ^ J <fb?fe 

mi 







:&&<D&mm. (pgseit) fc**t*a*as* (MS) 


0.006 ng 


0.02 ^g 


0.06 >ig 


0.17 ixg 


0.5 *ig 


A2 


0.192 


0.196 


0.192 


0.169 


0.155 


A3 


0.178 


0.178 


0.178 


0.170 


0.142 


A4 


0.192 


0.196 


0.192 


0.175 


0.153 


A6 


0.182 


0.196 


0.182 


0.169 


0.151 


A36 


0.205 


0.215 


0.205 


0.192 


0.150 


Man3 


0.201 


0.211 


0.201 


0.177 


0.144 


Man4 


0.171 


0.203 


0.171 


0.157 


0.148* 


Man5 


0.215 


0.221 


0.215 


0.196 


0.164 ! 


Man6 


0.210 


0.222 


0.210 


0.207 


0.125 


Man7 


0.213 


0.214 


0.213 


0.183 


0.137 


Man8 


0.211 


0.216 


0.211 


0.188 


0.132 


- Man9 


0.208 


0.211 


0.208 


0.186 


0135 



mmmi 9 ^ n 7 y t sta y * y - ^ © 1251 mm 

? n 7 * 1/ T (Wako Pure Chemical Co. , Japan) ^Wtr^\Z.ZLW9S^- h V V 
J^mm&^tl^tl 3mg/ml Ifet/fc 5mg/ml t ft 5 £ 5 LT^V^o^lJfe 
M 4 b 1 6 Id *3 V^ T US b 1 2i©||g^!)^y - Af^t 
tris(hydroxymethyl)aminomethane^'^y tf?y — ^££r 50/zl TogiJ* |Cx $, ^ 
>^-=l — y^CAtL^ 125 I-NaI (NEN Life Science Product, Inc. USA) £r 15 

m1> ^n^^T^Sr 10m 1 >Dn^.KJES**feo 5 ftZkKfv^S.^'Tmm 
10 m1 SriO*., £©»f£«:2 mtt «9 & bfc^ 15 ##M3t7U#J t LtZS«^t 
h!) 100m 1 ADX., KJ£&f? -It ^C^ % Sephadex G-50 (Phramacia 

Biotech. Sweden) # 7 * o h _Lfc:SHi\ PBS T^fctL S»#:Sr»S!i bfe. * 
JKy-Al^fr «:*BJQb Tit J£t£ (4 x 10 6 Bq/rag protein) £ 

iiut 1 3Si© 1251 my #y-Aifc«:#fc 0 
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Ehrlich ascites tumor (EAT) 2X10 7 B) %$M4 ddY ~? V * (7 M 

*mUBiTfc®W.l^ iW0.3~0.6gt|gf (6~8 BiObfc 

nmz.m^tz. 0 c com v * izmMm 1 9\zxy m i m^vtci 2m<DmmM. 

tMc tris(hydroxymethyl)aminomethane %g&V tfy — J*W.£-fc 0.2ml Sr^fi^* 
t bT 3» g/-m(Dm&t fc* <fc 5 BiftlMRKiffiAS^L, 60 g»ttK:teJft Ofii$u 

<DmMm*Jf^-*Jj (Aloka ARC 300) T?iS!J5£ bfc„ **3, #*&|fc~.©SfcAi' 

/gli ) "C^bfco i©i(S*S:01 3 ~gj 2 2 &c^1" 0 

mnm2i vtfy~~j»mmtfe&K hstmr^y^^ (hsa) ji^©3'-^Ty/v 

3'— >T y ^9 9 (Wako Pure Chemical Co. , Japan) (l)50Mg. X 

«\ 2)200ju g> 3)lmg) £: 0.25g <D NHjHCOj 3r^a> bfc 0. 5ml tM^K^Px., 

5yteKj£«r^*&b-c 3' -v7 y /V7 * b~^Eii©^y3v//i/7 5W^ 

SO^gSr^fCo Hi£01j3T*#fcy ^y-A^(D— $P5> lml{C^K^3,3' 

-dithiobis (sulfosuccinimidyl) propionate (DTSSP; Pierce Co. , USA) lmg ^r^JO 
25^C-C* 2 &£Ppu, 7«C-C— 0feJJt#U XM300 mt CBS ^«^(pH 8. 5) "C 

K^ttijflbT DTSSP # y y — J»_L© HSA KUi^bfc y /K y — A 1ml £r#fc 0 #C 
td, r©U ^y-A?^{3l±|30 3'->>7!)^7^ b-^Hfio^^w^; 
•yfc^m 50 M g ^*P^LT N 25 < C-C2B#WI»#L % 7°C-e— U XM300 

flg£ PBSi^«i£(pH 7.2)T*RB^i§b-Cy aKy — AJRBjfe^ t bMT^^y 
_L<Z> DTSSP 3'-^7y/V7^ b — *=^<D^&fTofc„ ^©g^ 

y 7Ky-A^^^L.f c y Tjfy-A (TO: D3SL-1, 
2)3SL-2, 3)3SL-3) # 2ml (Iftj|g9t2ig % ^ 200 ^ g^ 
^100nm) ^S^^ttfCo 
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2 y^y — AJKffijg^t bskmr^zf^^ (HSA) 1^®6'-^7!);v 

6'-^ry^7^ (Wako Pure Chemical Co. , Japan) (l)50/zg, X 

fit, 2) 200 m g, Xte, 3) lmg) 0. 25g <D NH 4 HC0 3 Srigfl* L/t 0. 5ml tK^^(^AP^. % 

37"C"C 3 BlWjfWbfclfcs 0.45 /xm — T?«ilUTlWH«>ai5£5|c»OT 

5o M g§r#^o nife^j 3 y j»m<D— n&imi\zmm&.m3,z' 

-dithiobis (sulfosuccinimidyl) propionate (DTSSP; Pierce Co. , USA) lmg Sr^JO 
Z.X 25°C-C 2 tifffl, tifc^X rCQ—mMW U XM300 mt CBS &fff&(pH 8. 5) X 
Lt DTSSP ^ ]) atfy —a Jkd HSA Lfc V tfy — A '1ml <gr#fc 0 

^©y #y— j±miz±t&<D 6'-isTv x^mmwv =^7^ 

^it&m 50 ng &Ul\jLXs 25°CT? 2 B^SH^U ^©iT'C-e-TOt, XM300 

PBs«S9f^(pH 7. 2) ngMl tt y y - t h^r/^:/^ >- 

±<D DTSSP 6'-^7y/>7^ h —XE.mm<DMi£-*:ftot' 0 t(Df^^ mm^ 

hiffi-^T/vys: y Tjfy— At^ifcy Ttfy— a (b§^ : i)6SL-i, 

2)6SL-2, 3)6 SL- 3) 2ml (ftHBM; 2mg x 200 /* g % ^*§J3l& 

^ lOOnm) ftfco 

3 y^Ky— Aj^s^t bjfiL^r/^y^: ^ (hsa) (o $-\ yry /v 

a'-^y/W^^ ht^ti (Wako Pure Chemical Co. , Japan) (l)50/zgs X 
2)200//g, Xli, 3) lmg) & 0. 25g <D NH 4 HC0j Srj§^ Lfc 0. 5ml i&WGLKMX.* 

37"CT* 3 Pffiflfc#L;fc& % 0.45jum ©7^/^- T?«til UT^^03§7n5|?$SOT 

3*-v/7y^7^ mj-s >mm.(D^v 3^7^^ 
50Mg^#f'» 3 y tfy— j*m<o— u& imi msMswag 3, 3' 

-dithiobis (sulfosuccinimidyl ) propionate (DTSSP; Pierce Co. , USA) lmg ^r^JO 

7LX 25°C-C 2 l$|HK jj^T 7"CT?— 8fe»# U XM300 J» t CBS M«?£(pH 8. 5) T» 

PI^ilLT DTSSP *Sy jtfy — AJhOHSA fc^Lfcy #y — A 1ml £r#fc 0 

lc N ^<D}) i$y—J*m^±M(D 3' ->7 y 71/7 ^ h 1 5 yfl© ^ y a ^7 5: 
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^it&m 50 jig ZMtLX, 25 0 CX'2^mW:WV, ^©tTtt— XM300 

jio dtssp 3'-v-ry h-^^ ^0<D^^fTofc„ ^©^i, mmm 

v£ y^y-At^A tf;: y^y^ A (^ : 113 sln-i, 

2)3SLN-2, 3)3SLN-3) 2ml (ifegtJltSCi 2mg, ^§6* 200ju g, ¥ 
^J^^lOOnm) as#ktbfc 0 

J*I»!|2 4 y — MftL^TA-y^ >- (HSA) l's'0 6'-v'7y;> 

6' -v'T y /V=p ? h if 5: (Wako Pure Chemical Co. , Japan)' (1)50 n g, -X 

ft, 2)200 /z g, 3) lmg) £ 0. 25g <D NH 4 HC0 3 bfc 0. 5ml 7k^W^M^.. 

37^CT?3 BPfl^bfc^, 0. 45/xm <^^^^^--e^jiUT^05S7u5fe^OT 

sojug ^mc 0 nk^Ammm3)xmcv ^y—^m^— n& imi ic*Mf« 3,3' 

-dithiobis(sulfosuccinimidyl ) propionate (DTSSP; Pierce Co. , USA) lmg £r#D 
TLX 25°CT? 2 H#5u N 7°C-e— l]fc«#U XM300 ]g£ CBSi^^(pH 8. 5) X 

PS^itilbTDTSSP^y jjfy — AJh^HSA^^^Ufcy TKy — A 1ml £#fc 0 #C 

k:, ^©y xtfy— A*£Ki_bfBtf> 6'-^ry yfio^/y 

^4k&m 50 /xg SrAP^T, 25'CT*2B#P E im#U <£>^ 7°CT— Bfe^ U XM300 

M<b pbs^W(ph 7.2)T*PS^itiibTy ^y--^m®^t hikm TJV-TK is 

±(D dtssp K e'-i/TV ^9? MJ-S >«^0^£fTofc 0 ^jj&JH:, tHMlif 

bjfitfffr/K^ y ^y-A^^^ufcy 7Ky-A(B§^ : 1) 6 sln- 1 N 

2)6SLN-2, 3) 6 SLN- 3) # 2ml G&SJJgSC* 2mg, ^SS* 200 g, ^ 
3£tf&@100nm) fr'&btltio 

mmm2 5 y ^y— Aii^t hik?f r/i^^ ^ (hsa) -b^^Ktt^a 

HJfc#J2 1-2 4<D^JS:K: < 2; «9llg£;ftfc£-l 2 S&g>SgN£dS*££> \^f c y #y 
— Atcov^T, •^fu^SU^tc^T^^liI^cJ; <9 y/Ky — i»±OHSA ^kfCge® 

OgETkttfc^a&fTofc, 1 2m<Dm@i1&&V ^y — i» 2ml SIJ*kl> 
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tris(hydroxymethyl)aminomethane 13mg frtinXX, 25°C1? 2 BtfeSK ^(D^ 7°C^ 

#F : 3SL-2, 3SL-2 > 3SL-3, 6SL-1, 6SL-2, 6SL-3, 3SLN-U 3SLN-2, 3SLN-3, 
6SLN-1, 6SLN-2 N 6SLN-3) 2ml (^JIK* 2mg N t&W 200 g N sp*Sl*fc^ lOOnm) 

HiM 2 6 ^soMtite y *k y - u^f vjg^sttRa^gbm 

^»J2 1-2 4d3it^HJ£^!ll 6©3M£fc:£ 2li9ii^ 
y tf?y — J*^-£-i$<D in vitro T'<£> W ^-^igNHgttWu (Yamazaki, N. (1999) 
Drug Delivery System, 14, 498-505) l^t^ ^^H^b^-Y ? P 7° V— b £r 
ffl WcPJ.^H!^-?$!)^Lfc 0 (E-selectin; R&D Systems 

Co., USA)*: 96 ^-^-f^ d/I/w- bdg-fb^LfCo -^l/^^VH^^W— He, 

^o^^s^-s^^^y ^y-^ii^ (satiiut, o.oiAtg, 0.04 
he: o. n a g. o. 33Az g> i/ig) Sr^n*., 4*c-e 2 h#ihk b bfc„ pbs( p h 

7. 2)"C 3 lHlgfe#bfcm. horseradish peroxidase (HRPO)^-^^ h 
SrSSaPU $ fefc: 4°C-e 1 R#RB>f y^fa^- K PBS(pH 7. 2) T? 3 \E\m& U ^A 
t^f^^if^ttLtlfiffi, 405nm ©M^^p/^-M) 
— (Molecular Devices Corp. , USA) -e?l!|^bfc„ 7 =i i^/Wby a ^ If 
& ^ t& s sulfo-NHS-biotin reagent (Pierce Co. , USA) &k M . 
Centricon-30(Amicon Co. ; USA) fcl J: «9 flMK Lfc.HKPO fc^* h U:/ b T fc* 
HRPO^m^i: NaBHjCN ^^tzMTtT % 7 <fc 5 * b h T If ^ 

m2 
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^2 



use i— I rr* 






0.01 M g 


0.04/x g 


0.11 U g 


0.33 m g 


1 II CT 


3SL1 


0.154 


0.147 


0.135 


0.120 


0.097 


i 3SL-2 


0.149 


0.142 


0.124 


0.118 


0.098 


3SL-3 


0.214 


0.214 


0.210 


0.183 


0.167 


6SL-1 


0.177 


0.171 


0.167 


0.160 


0.114 


6SL-2 


0.196 


0.184 


0.169 


0.160 


0.159 


6SL-3 


0.214 


0.207 


0.196 


0.192 


0.183 


3SLN-1 


0.219 


0.198 


0.180 


0.164 


0.119 


3SLN-2 


0.155 


0.155 


0.151 


0.119 


0.096 


3SLN-3 


0.216 


0.198 


0.187 


0.146 


0.132 


6SLN1 


0.257 


0.246 


0.233 


0.200 


0.151 


6SLN-2 


0.250 


0.250 


0.230 


0.199 


0.158 


6SLN-3 


0.248 


0.231 


0.227 


0.201 


0.144 , 



mmm2 i ^ny^Tfeias^tii^y^y-Ao Xl hmm> 

^ p =7 5: ^ T . (Wako Pure Chemical Co. , Japan) WfcMXt\Z. "ffijtMft^- b V V 
J^mW.^^:fl^fl 3mg/ml IfetMc 5mg/ml * 5 J; 5 {-ffi*fiM LTffl V^c D MM 
#12 i*>e>2 4 43J:^J6^Ji 6(^J:9^bfci 3 S<o«|HK«ff^ y tfy— J*m 

TJH£tris(hydroxymethyl)aminoraethane^^y tf? y — A £ 50 m 1 ToSlJ^ 
y^yfa- y^Atb, ^VNT 1251-NaI (NEN Life Science Product, Inc. USA) 
£ 15 tiU ^7^TS^ 10m 1 Jn*.RJSfi; 5 ^^k^xx^^Z^T 

^IKIOmI Srin^.. ilOtftf^S:2 0^ U 5g Lfc^ 15 ^«lc«7c»Ji: LtZffi« 
h y !>A 100m 1 *0^-> KJC£Sr#JL£-a-fco SephadexG-50 (Phra-nacia 

Biotech. Sweden) *7 d v h±|cl-fr, PBS T?^t±i, ^li#:Sr3»^ bfc 0 ft 

m-. #mffi-v tfy-&m&fc*muavxitmm u x 10 6 B q /m g protein) & 
mmm2 8 ^lotKn^y tfy—j*m&ft<D^$xT~(Dm^frtbJk*^<D& 

-S^7K^m^^bfc*ltt ddY -^^^ (7 1ft) m N 7IHJ: 9 125 l 

£R& $ ftfc 1 3 m<D^m^^^LXl\Z. tris (hydroxymethyl) aminomethane V /K 
y-^l^f 0.2ml &W&MM;k UT 3m g/— EE 5 «fc 5 fc, ~^V^m 

Spy^^x-ejKWrttcaiftijtft^L^, 10 ^ic^^^^-^^T-eT^l&M 
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<fc VskWi lml ^r^iLbfCo^rUT.ik^^ w l tk&&*#>^— % V^* — (Alola 
ARC300)"Cafl^bfe. $ «-«©y #y — ^«^#:o^flcrt^3ti4 5 @ 
W-C. #jk^OJk^^ Sephadex G-50 n^r h bTctfS, V^i* ft 

^»»«l!:#-r5jfiL* lml S*:5©Jkl*<6©«iJ# (%«#*/ml T'*^ b 

35 : 40 : 5 : 15 : 5 G> ffMgSCJfc 45. 6mg fC&S «fc 5 fc^^U =»— /Ht 

b y 17 A 46. 9mgMl b, ^ a p tfj/kA/y. ^ y 3ml (C^Mbfc D ^ (Dfe 

ifcJR»Sr3lCffl+^ft»**«i:i:R:J;oTlB*tKSr#fc. #kft 
fcliBSCBI* taps (pH8.4) 10ml Icli, itSMt, 38Wfc$ 

•fe/P!R»ift 10ml «r#fc 0 C CO 5: iryV^^^JC TAPS MWM (pH8.4) T? 3mg/lml 
left* «fc 5^t-^fi?bfc^t^J K^y/Hi'^vSraH^bJ&dSfe^o < 9 tmT 
VXtis — fcjfi^ bfc#, ^© K^7;HfVyA^t;HitSr PM10 JR 
(AmiconCo. , USA) £ TAPS ^»f£®^::&f£ (pH8. 4) Srffi V^fcR^ifciB 

*#t*jw K^y/vt'^yifAy^y-A&fiw iomi &mm\^tc 0 nbnti£. 

— —^mfi • ^^ft^JtSIK (Model Nano ZS, Malvern 

Instruments Ltd., UK) J; «9 SOJfebfcjfe:^ *fe^^f* 50~350nm, if— 
tt - 30 lOmV "Cfeo fc„ 

inis^j 3 o £t£*ij K^y^t^y ^y—AHB«Bt®jb©«7ki4'fk«!!a 
HJ£^J2 9T?wt»bfc^:*^ K^y/nf^y^y ^y-A^iomi &xm3oo 

HI (Ami con Co. , USA) t CBS ^®f^(pH 8. 5) ^tz.mftMmzfrtf1%m<D pH 

Sr8.5{Cbfc 0 bis(sulfosuccinimidyl)suberate (BS3; Pierce 

Co. ,USA)10ml <SrJP*i, 25 e CT' 2 R>|H]jft# bfc 0 ^O^, JEfc: 7 0 C"e— bT 
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y /tfy — AJK_bO|gft^<^5 H/V7t777f^Vx^;-;l/7^i BS3 
fc<0fl53M£'£KJ&4r^J!£Lfc. ^Lt> COy tf?y — A?££:XM300J@|£ CBS^K 
ft(pH 8.5)-CRg^^Lii^36MtfCo «fcl^ CBS ^W^(pH 8. 5) lml {C^d>bfc 
tris(hydroxymethyl) aminomethane 40mg £ P #?y — 10ml {CjPx.T> 25°C~C 2 

n#it58i#^ 7 , ct?-Bfe^#u-c v tfv-j>.m±<Dmn\z.f&&^iii bs3 ^ 

tr i s (hydroxymethy 1) aminomethane t <7>ik¥-%£i3lx.Jfe £r 5n$p L 7c 0 C tU£ <fc <^ 

fct^J K^y;> if -> a y # y - a jgio jm k *?s*as $ F^^7i^77f^ 

/ — ?VT ^ tris (hydroxymethyl) aminomethane <D7kM^^Mi^L UTtK 

njfeflis i feL^j K*y/n?^y#A!> #y— j*mm±~-<Dt >M7;v^5 

^ (HSA) 

(Yamazaki, N. , Kodaraa, M. and Gabius, H. -J. (1994) Methods 
Enzymol. 242, 56-65) # y y° y ^KJ&&$r/B V^T^to fc„ i-fc:b"5> % 

i©K*tt2«»^RjcS-efTV\ ^-r^Dfeid, l&ffim 10ml ©JJ 
tf? y - i» J^® J: K ftte-t 5 > if V * *S K 4- lml (£> TAPS i^® ft (pH 8. 4) fc^ fa L 

LfcSK XM300jg|£ PBSM«ft(pH 8. 0) tR^iiat 5 ^ i i 9 »ft $ 9 
/Ky — A 10ml &T#fc 0 i©!iJHy- Aftfc, 20mg©t h M^T frzf % ^ (HSA) £r 
;SDx.T 25 < CT* 2 B#PflJt#L, tfcfc: PBS(pH8. 0) 2M NaBHjCN 100 1 4*Px.T 10°C 

■c-Bfe^LT^y-Ai^y^y^-yKt hsa t<D*> *y7V i/^j&-e 

HSA Sr^-a-LfCo ^TbT, XM300jg|£ CBS ^«ft (pH 8. 5) P&^tii £ bfc^, HSA 

3fe^*5^J K^yyvtf^vitAy ^y-Aft 10ml &&1t a 

(HSA) ±^©7^7 7 1,6-^^y ^—^-^03g#^ y y*-!6f (HSA) 

T/V7 7 1,6 "^^y tr^"— *~i&f$IC(Calbiochem Co.,USA)50Mg £ 0. 25g <D 
NH 4 HC0 3 4^^Lfc 0.5ml TK^ft^OX.. 37°CT* 3 BmW:W^tc&, 0.45mih©7 

-f /u*— T«iiLT#«l©X7G*#©7 5 ;WS:^tt7;>77 1,6 ^ 1/ 

J \f**~ X-ffim<0?y a^/KTS Wk^50/ig«r#fe o HJM 3 1 

-52- 



WO 2005/011632 



PCT/JP2004/011291 



mztiiffim K^y/nf ^^MAy a^o— m& imi ^mmnm 3,3' 

-dithiobis(sulfosuccinimidyl) propionate (DTSSP; Pierce Co. , USA) lmg $r^JD 
TLX 25t X 2 mm. 7°CX— U XM300 mt CBS M®fg(pH 8. 5) Tr 

PS^il VX DTSSP tfsy ^y-AJzOHSAtc^Ufcy #y-A 1ml #c 

T ^ Xt&m 50 jug *mZ-X, 25°C-e 2 NfP^«#L. % ^Ot7tt'-8lI#L, 
XM300IH£ PBS^«?&(pH 7.2)T»P5«iiUTy *Ky — Alii^k MfiLffTA- 
y ^ i/_b(D DTSSP \Z.~T )\s~7 T 1, — * ~^Wk<Dlfe&*:irT o fc„ ^{C N 

I©U y — tris (hydroxymethyl) aminomethane (Wako Co. , Japan) 13mg £r 

MtLX, 25X.X 2 B#Peim#U 7t:T— mmWV. XM300 Jgl£ PBS >^^(pH 

7. 2)-T?P£^}&il ut y ^y-A^s^^t b skmr/^y $ 1/±<D DTSSP 

tris (hydroxymethyl) aminomethane <D%£&&?fofc 0 ^(D^^ HI 3 2 "1?^ £ *L 
<5 tris (hydroxymethyl) aminomethane £ t Y tilL^T frZ? 7$.y — J* b&lfe 

^bfcy ^^7-se@(HSA)o^7Ki4^si^L^y ^y-^Sr#fc 0 ^(D^. 
y— ^ir^^ufcy y^-iei (hsa) o^Tktt-fbtoas: bfcm^J K*y^ 

tf-y^MAy ^y — A (B&$*:DX-A6) 2ml (^JJtff ft 2mg, if&S fi* 200/z g) 

y- £ * *{fc • tt^f-ffi • 5^*IW (Model 
Nano ZS, Malvern Instruments Ltd., UK) In J: •? jBlJfc LfcJfe** fti^^te 50~ 
350nm, *«{fcfit-30- 10mVT*foofc 0 

(HSA) l^©3-73^7^ b-^£ii(D^t!J^-ie« (HSA) (D^L . 

3-y = ^ h — (Calbiochem Co. , USA) 50 u g %: 0. 25g NHjHCOj % 

0.5ml 7K^tCiP^ x 37^3 BW!ft#bfc«, 0. 45/z m <D7 J )V$ — 

x*m&vxmm<Dm7bmic<DT y^s^sr^bT 3-73^7^ h— *h 

mm<D?V =* *>/U7 ^ Wfc-fr* 50 /z g £#fc„ Hlfefll 3 l TWctrC^#J K 

dE-y/nfi/y^AD^y-ASto-ffi^ imi (Ji^ms^m 3, 3' 
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-dithiobis(sulfosuccinimidyl) propionate (DTSSP; Pierce Co. , USA) lrag 
X.T 25°C"C 2 ^fHB n ^V^T7 , Ct'-WL, XM300igl£ CBS He^trftfc (pH 8. 5) t? 
K^*iaUT DTSSP dsy — A -b<E> HSA LTty 7jfy-A lml £r#fc„ #c 

t N ^<DV V — A^}C±|50 3-7 3^7^ ^HjflKcD^y =i->^T^ 
fl^fe 50 tig Sr^T, 25°CT? 2 B#PTO#U *:<D'& 7°CT*— Bfe^U XM300 
Jil£ PBSi^WigKpH 7.2)T'PS^MigLTy ^y-^j^®^t M}|7;^^ 
JL<7) DTSSP 3 * h — ^H^OJg^^^To fc„ iO'J^y- 

tris(hydroxymethyl)aminomethane(Wako Co. , Japan) 13mg £r #B X.T N 25*C 
-e2B#r^^#b, 7t:T— 8fe^#U XM300JH£ PBS WkWiW. (pH 7. 2) "CPS^f- 

il tr !J ^y-Alffi^^-t M.jtT/u^? yi© dtssp -m 

tris(hydroxymethyl)aminomethane (DffiS&ffo fc 0 ^(O^Mz^ IH3 2T^£tb 
5 tris(hydroxyraethyl)aminomethane £ t h tikf^T /Vzf % >- b V tfy — J*b&%£ 

m 3 8-e^$tb^> 3-^3^/v^^ h—*=mmt t hjfiLff t/i^^5: vtfy 

-Jxb&fa&^tcV ^^J-mBW (HSA) Og&Tktt^SS: bfctnl^J K^yyUf 
> >£t A V y — A (BS^ : DX- 3 FL) 2ml JCft 2mg, & * 200 /z g) tfS 

#£>nfc„ »&ttfe^3s*«[!8ii»?ft ,: f i (37 , c)©^:as!i K^p-y/^tr^va-Ay tfy 

-J*n*<Di$L^-mb1i--?n.tiL* j e-*n<iL • • #-^*W£§l« (Model 

Nano ZS, Malvern Instruments Ltd., UK) \Z. «£ «9 Lfc$j;P: s i^^-^}* 50~ 
350nnu if — ^ «^{i-30~-10mV "C?foo fc D 

(HSA) _k^(D tris(hydroxymethyl)arainomethane (D^-friZ & V ^$3—W&% 

(hsa) (Dm^mt^m 

jg^ij 3 i -e#fc#i;&#j K^y/nfyyMA^y-At©-M imi tc&ffittx 

3,3' -dithiobis(sulfosuccinimidyl) propionate (DTSSP; Pierce Co. , USA) lmg 
Srj0;tT25 , CT2H#ra, fl^T 7°CT*-Bfetg^ U XM300jg££ CBS ^«^(pH 8. 5) 

-ei80-*ifiLT dtssp # y ^y— a±o hsa izfa&vtc y ^eic (hsa) <d 
%Lfc&fcmm v y — J* imi £ # fc „ #: fc , ^ o y /K y — a 
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tris(hydroxymethyl)aminomethane(Wako Co. , Japan) 13mg £r3JD;t"T\ 25^1? 2 B# 
WJ*#U TtT- BM*#U XM300g|£ PBS^R^p^^^PS^itiib 

t !) #y-AiBg^ t hlkmT/l>7^^±<D DTSSP 
tris(hydroxymethyl)aminomethane <D^-£*£rffo fc„ -?rO^^:^ 12 3 2 ""Ct^ £ tt 
5 tris(hydroxyraethyl)aminomethane i: fc: h 5 V # V — A £ 

-^bfcy ^-iet (HSA) ©mTKtt^S^rbfcJti^^i: lT©S:Ii Rdf 
y^tWIfA^y-A (B»:DX-TRI S ) 2ml (^SC* 2mg, 

*2oo M g) ^#^^^0 #bttfc^a^M^4'(37 < C)cD^:^j K^y/uf'i/ 

(Model Nano ZS, Malvern Instruments Ltd., UK) £ <9 U/c^^ N -^r 
^#f* 50~350nnu if — ^«jif*-30 10mVT'fe-ofc o 

Ehrlich ascites tumor (EAT) ^3J9^ (#>J 2X10 7 B) ddY (7 31 

m<7>ft*mu&T\z&w.^,mRi®ift 50-100 y ;*-i^w£3§w(6~8 0 

#)~ Lfc^^OE^IIIiiKilfll^Co - (Dfe^ ? x 10 E^o^r 4 SM-^tt 
-C^:tu^tLOS¥^. H»J 32i ^Jfe^J 3 4 T*!M bfc^S^^J K^y/v 

*fc«^a^^7R*fcfi7 y — <D K^-yyVk'v'yi^ 0.2ml, 3~4 0«#{i 4 
HI (^M^#, 7 0, 11 0 % 14 0, 18 0), m#a^b/c 0 ffi5»#:^«. 

&mmm<D%:& cu ^.ttm^ (s) =¥*t-$jj£u wiaoiititf:. 

liM (i^5!)y-h^) = 1/2xLxSxS ^.(D^^z^m 3 9 ^fdfi 

^»J3 6 #wi^!)^y-AMft©gps^ia5fiiv^T'o 

Ehrlich ascites tumor (EAT) ($J 2X10 7 B) Sr^ltt ddY (7 51 

#)(D^)BI|FP^T^^L^mi^^ 50~100 5t^^ y WMCf£W(6~8 0 

^) Lfct><D^ 30m&*mm\zm^tL o ^ (DiS^ 10 E^5o£ 3 
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*^«^S^7K^r 0.6ml „' 3~4 0*%fc4lHl (ttttlllgJ&ttffK 7 0. 11 0, 14 

0> is 0) % munk^t^o mm&mtz* ®mmm<D&m cu asitwes (s) 

/2xLxSxS £.<7>j£*£K4 1 *l/tfi|g4 2fc^i\ .0K*i*1-.fc 5 fc* ^MS 

mmm3 7 &Aif&ifflW^^y-A« 

35 : 40 : 5 : 15 : 5 ©SrJ-g-^tHUSt* 45. 6mg |CftSJ;5 m^B^U =— A'fife'*- 
h y £ 46. 9mg g&bfl U * " *,UJ»/y. * y — jV^m 3ml Kigfl? Lfc 0 - (DW- 

fcflg«JS;& TAPS WmWL (pH8.4) 3ml KUBft. IttMt, SlHft ^ -fe/MK» 
^ 3ml Sr#fc 0 Z<D 5: -fc/MK»?Kli: PBS (pH7. 2) <Sr;tJPx.T 10ml tT^ 

e> , s taps mmm (phs. 4) -e 3m g /imi m & 5 «t 5 ^i-^fl? tfeK^y^ if 

A 9 S-fe/MKSHfcSr PM10 (AmiconCo. , USA) £ TAPS (pH8. 4) SrfflWc 

K^y/n^y^tAU tfy— A|t-TF-H»* 10ml 

fc 0 n^titz z-m-km-mmm + (37^) ©^iu K^y^ f a y # y - 

^OftH^ if— * ®&&if - * fiMfc • fcfc^S • #-^*«U£3£« (Model Nano ZS, 
Malvern Instruments Ltd. , UK) }C«fc 9 L/c/g^, ¥-&>%L^-&te 50~350nm % 

^m-fe^-30 lOmVCfcofco y JKy — A<E>£fA»5*&S£3fc^ 

485nm Xmfe-tZ b&k^ HOjug/ml ©ft^T? K3r y /Hf ^^iA$ tuTV^S 

^^*s^)^o^ 0 r© K*y/nr^y»Ay ^y— ^ijttiu«# 
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(2) &mm h^y^\f^^mxv^y-^mwmm±<Dm.7kmt^m 

CD ■vmM^tctiz&m b**ysi't*i/>'MAVtfy—j»mwi iomi & xm3oo jr 

(Amicon Co. , USA) t CBS '^®^(pH 8. 5) $r/B V^R^«»R:a»ttjgift0> pH £r 
8.5 {CbfCo 3£fi|t«y| bis(sulfosuccinimidyl)suberate (BS3; Pierce 

Co. , USA) 10ml £7JP;t, 25t:-e2^P^fS#UfCo ^O^, JEfc 7°CT?— 8fe^# LT 

y ^y*-AK±©j|g«^/>$ h^/v7^^77f^x^y^r^yi: bs3 
^o^b^^s^^^Lfco ^tt, ^y Ttfy— xM3oog££ cbs^w 

}&(pH 8. 5) -CRS^^iitJl^JtfCo Jfctll, CBS i^»^(pH 8. 5) lml Kl^/^Lfc 
tris(hydroxymethyl)aminomethane 40mg £r y tfy — J»%& 10ml (diPX-TT^ 25°C"C 2 

B#Fe9ii##s 7t-c- M#tt y 7$y-j±m±(Dmniz-fa&vfc bs3 t 

tris(hydroxymethyl)aminomethane t (D-it^^-a^J^^^^ L-fc 0 lC «fc t) ^ 

y —)VT ^ tris (hydroxymethyl)aminomethane OTK^S^iH^ UTtK 

(3) staftij K^y/vt- v'yifAU # y-Ais±^©k hjfiL^T/vy^ v 

(HSA) 

i£$R<£>^fe (Yamazaki, N. , Kodama, M. and Gabius, H. -J. (1994) Methods 
Enzymol. 242, 56-65) fcj: tU % y zf V ^JTRJ&fe&m V^Tff o tc a -ftefrib. 
Z<DKJ&ti2mmik¥&J&'?n\'\ £i* iSC&fc:. ^ife^j2-C*#bnfc 10ml <DV 
7$y—J*mm-klZ&&'tZ>tf>'y})*$' K£ lml <£> TAPS ft£rft(pH8.4) fC^U 
7ty b y l^A43mgSr*P^.T^ia.T?2l^iail»*^ UTifla ^JSMftife-fb 

bfcm> xM3oom^ PBSj^«^( P H 8.o)x~vmmm-tz>ztiz£*)mk£tifzv 

/Ky — A 10ml Sr#fc„ -<7> y /tfy — J*m\ZL^ 20mg t bjkff 7;V7 5 ^(HSA) £r 
7JPX.T 25^"^ 2 H#F^# U JSfet- PBS(pH 8. 0) (d 2M NaBHjCN 100 /z 1 tf^JP X.T 10<C 

T-nfea^LtDjKy-Aic^y^Ki hsa ^^^yyy^t 

HSA Sr^LfCo XM300®I£ CBS ««SS(pH 8. 5) -e|S^»iaSr HSA 

(4) ftfii K=3fy;nf i/i/|tAy ^y-AH^t hjfiJitTVi^S V(HSA) 

±^©'✓7 D xiibihkom^ y >-#-^6se (hsa) <DWLikmktim 
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]) /WW * X mmW®( (Calbiochem Co. , USA) 50 » g & 0. 25g <D NfyHCOj £r*g 
^Ufc 0.5ml TK^^APx.. 37^"? 3 BWSl#Lfc&. 0.45/nn ©7^^^-^ 

V = v'A'T 5 isfc^m 50 /z g £r#fc 0 ( 3 ) -C#fcfei^^J K=3r y/v tf 

— A^O— 1ml i£$£ffi&3£ 3,3' -dithiobis(sulfosuccinimidyl) 
propionate (DTSSP; Pierce Co. , USA) lmg ^j!)Ptt 25^^? 2 H#ffi N JftVT 7 C C"C 
— 8fe»#U XM300 Jg|£ CBS i^«^(pH 8. 5)-CJB#-*ig LT DTSSP ]) jjf y — ^ 
JhOHSA Kfe&VltV — A lml £#fc 0 ^ <D V #?y — JblEO 

7 y /WW X SEfi©^ y 3^/V7 5: ffc&Vo 50 ng &Mx.X, 25 0 CT?2B# 
WJJIttU tCiTt-C— ifei^t, XM300JBI£ PBS«««(pH7.2)Tl8^ttjfl-b 

t y 3Ky— ^j^ffi^^t hikftT^y^ >-_l<£> dtssp i^yr y xmmm 
icg^^ffofc, & ^ , : © M y - a s c 

tris(hydroxymethyl)aminoraethane(Wako Co. , Japan) 13mg Sr^OX-Ts, 25°C"C 2 B# 
IW»#U tOt7'Ct-(!feg#t, XM300 Ii[ t PBS ( P H 7. 2) T? PJI^Mi© b 

r y ^y-AHMiS^fc h jfo. ?f r ^ :/ 5: y _h <z> dtssp &c 

tris(hydroxymethyl)aminomethane © ^ -p - lr o fc « CD #a ^ % 

tris(hydroxymethyl)aminomethane £ t blftLftT/vy ^ >• £ P /Ky-Ai ^IS^ 

Lfcy^#-®6« (hsa) o^Tktt^s^rb^y 7Ky-ASr#fc 0 ^o^m. 
*-ifif (hsa) ©jftTKtt'fbtoasr bfci^T y /ww * x k 

y/Vtf-y>-$tAy tf?y — i» 2ml (l&JJg®* 2mg N 6* 200 /z g) &&htb1z 0 

^t'^ytAy #y— A^o^^^if— • *fe-?@ • ft=F 

JHH£$£1K (Model Nano ZS, Malvern Instruments Ltd. , UK) iZ «£ <Q Lfclfe 
^fe^^f* 50—350™^ if— *«&{2-30~ — lOmV T?3bofc 0 

(5) ^c^jK^y/wf^^Ay^y-^i^ffi^fc mmst/w^ whsa) 

_k^<£> tris(hydroxymethyl)aminomethane <E>$NH£ <fc 5 y ^-I6f (HSA) <D 

ttmznt vxtD^mm K^y/w^yv^Ay ^y-j* (*NR©fl^Tfcv'»t> 
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lml {d^li^^ 3, 3' -dithiobis(sulfosuccinimidyl) propionate (DTSSP; 
Pierce Co. , USA) lmg ZMtLX 25t:T* 2 B#P^ if^T TtJT?— b N XM300 
£ CBS i^«^(pH 8. 5) -eEg^ili® IT DTSSP H # y — J±±<D HSA bfc y 

(hsa) (om^^Mmv *?y— a imi &#fc 0 ^©y^y- 

tris(hydroxymethyl)aminomethane(Wako Co. , Japan) 13mg £r2JDx_"t\ 25°C 
*t? 2 R#|fflfll# U tOf 7tt'-M#L, XM300jg|£ PBS^«^(pH7. 2)T'PS^ 

lii ut y jHy-^iiBg^t hJkmr^zf^^±<D dtssp 

tris(hydroxymethyl)aminomethane <£>^-q ^rfro fc 0 ^(Dlfe^k^ \E\3 2X7F&frL 
3 tris(hydroxymethyl)aminomethane t t hik^T/W^^ yir y ^y^J^tH)^ 

-a^bfcy ^#-^6ic (hsa) o^TKtt^s^b^^ifei^iisi-^ 

y^k'^|fAy^y-A (*liiCtf>ttV^-CftV^<D) 2ml OMIT* 2mg N ifg 
*200/zg) 3 s #b*Lfc 0 #fetbfc^S^^^^(37t:)0^|flJ,K=ary/^t^> 

• • ^^*?ll>e^g (Model Nano ZS, Malvern Instruments Ltd. , UK) 

^aiJ^bfd^^^^^^ 50—350nm,-fe*— ^m{4fi-30~-10mV "Cfcofco 

mm&] 3 8 ^nft^t frt£y ^y-Afci^^jk^^^^w- 
(i) y #y—j±4b&mh**y^¥^i/<Dmmm^®i(Dn%i 

KG- la ^fflia^^fflb, w<O^JiS(3:?fi-bT{i I0%^ffi!fc]km (fetal bovine serum 
£*TFBS) Sr-^tfRPMI 1640 t^T-i^ bfc Ifcfcfc hEfMt LtEfli 
WmifofrbM3L£tlt£ MRC5 M£4£JI§U iOM^bTte 10% FBS &-£tf 
MEM igifeT-i#^b*: 0 r*L fe$BJ3&-e 10 6 Wml <DJM^*£&ffr& U 
^y°U-h_h^ 10 4 i@/well £3f£*&^bfc 0 24&Fm&V#y — Mkl>X^ti: 

\ t ^mm.(om.m.Y^y^\fiyiy my free Doxh v^y—^t^mmv^-y^ 
\?i/^xmm*fe&£ j <tx^te^-b<D (sxt l-dox) -^rbxy ^y-A^bfc^ 

^ K^y^fv'^T'iXT y X £lttch<D (UT L-Dox-SLX) 

&*fr?nmmtemmx*ti?ti<D'}*ji'^& j i-^tc 0 fbs^^^^^ 
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^taofcjjWjaS:^*^ (Killing Activities) Srfr^bT, 50% 

E.§IKSJSift (50% growth inhibition concentration IC50) &$ttbfc 0 
fc<DfeMfct±8c&Wtt/v1£1&&&&\f*1z& 10% WST-8, 10% FBS Sr-g-A/^ 100 ju 
1 tf)RPMI 1640 tgi&Jttt MEM *gfifiK:«ftU 3 B#H5Jg#^ 485 nm Ogfeftgf&iBI^ 
bfc (550 nm<D!R3te^«r^fia«i Ufc). SftlStfe (%) = 100 - (ftl 9 485 
nmgfcft^ - ft C £ x;VO 550 nm &3fc£) / V =-A><l> 485 nm - f& 

flLgi^/KD 550 nm X 100, £k±<D3;fr (£1T KA) £5fc#> 

KG- la JBBHa^Sti-S free Dox <D IC50 0. 18 n M T*fc 9 . L-Dox Xfe 21. 9 M, 
L-Dox-SLX "Tff'i 5. 9/z M T'foo fc 0 MKC5 1mti&fcft-tZ> free Dox <D IC50 fi£ 8. 4ju M, 
L-Dox fit 520 ju M; L-Dox-SLX fit 802 /z M T? o fc (^ 3 ) „ ' , . 

^3 





MRC5 


KG- la 


Free Dox 


8.4 


0.18 ± 0.081 


L-Dox 


520 


21.9 ± 4.83 


L-Dox-SLX 


802 


5.9 ± 1.85 



CytotoxicityliSOyoPl^^^JjiJtaCSOXulVOtLTS^tvfc 
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iftSft K*y^^y©P ^y — -Mbfc:«fc t»^oiES*Wlia»-*f"t'S*14W: L-Dox 
T*$)6 2&<D— ^ L-Dox-SLX 9 5 &<D .<ST Ufc. £fttty#y— -Mfc 

K^-y/UfV^OS-^JIW:— 0 0.4-0.6 mg/Kg (0.67 - 1 uM) Sr^: 
eiffl£v>5f&*^iiias#v^fc*#x.5fc, JEftmfatettlr Z IC50 fflt^s 500 M M 

KG- la JHBISfcSti-S L-Dox <D IC50 21. 9 n M, free Dox <D IC50 »i 0. 18 p. M "C^J 
1 2 Oft(D— 'MSTUTV^o HRfcW&ttrtlft-^'Tftt free Dox ©jfiL*'?flFWtetS*t 

try #y— A<b»i#jojfiLtf?{ir9ttW:iftJ:UTv>5o-c, kg-i 3 mi&iei^ts 

free Dox t L-Dox <D£#ft fc&tt •S^b^Stte^tUS < 5? fcV> t ®fc> 

*L5tfS, L-Dox ©^rtmaitt free Dox ifclgfc UTi&T UTV^ ^T|BttiftS*>5 £ 

*iTft*©«t*fcJ;5»rtitty#y--A<D«||6SrttWUfc. KG- la 

-f£ L-Dox-SLX <D IC50 |i5.9jttMt% L-Dox (dJt bT^J^^Wtt^i&TJi 9 
^K^otfc^f, $}3 0#<D— U&Kt af^oTV>fc 0 itlll^ KG- la #ffl 

^*>5tS^*lfc. * tt MRC5 jHHlS^^-t'S L-Dox t L-Dox-SLX <D IC50 fi^tf* 

mmmmmnm<, l-dox bmmm<oMmvfrte\,^b%^vx^z>tmx.tbti 
fc 0 co^yr/ww^xtic^ia 9 y #y— Ajc»i^tt«st,fcfe**L, 

l-dox-slx «y TKy— A-fbKij: ym^fo.*ffim&tiEi%mfaizttirzfc\,^mB& 

t b6M§*fflfl&KG-la fcfflV^. '«F*&#W:2«fel) (CIH CTfeofc 0 ^^(d 

-61- 



WO 2005/011632 



PCT/JP2004/011291 



t h4 y^-7xny a (tXT IFN) CO KG-la $Bj|&tC SJWlS^tttr^ *fc„ 
KACO^&^te (1) MlUC-Cfcofco ^^^Hfe^ IFN ^#*Pbfc^H^fc«#AP 
LT^&l^fi-T? L-Dox £ L-Dox-SLX <D KA ^r^* N IFN (C <fc <5 KA <Oi|3itiS:#L£i 
bfc„ ttt^blJ: L-± Ufj-l/com^&^tfifci? n — DREG56) J: o 
T IFN#*P^O L-Dox-SLX <^KA ^^$ij$tb§^S^^Ii^Ufc 0 *fc4'fPiiift:g 
#COKA ^aU^bfc 0 

IFN g #:<0 KG-la £fflJ8$K:*j--r 5 KA f* IFN 100 U / ml Atbfc^tlt? 9. 4 % 

±7. 34 fcofc 0 

IFN & 100 U / ml Vt^MX L-Dox £ L-Dox-SLX CO KA Srifctfc Ufc 
( EI 4 3 ) o L-Dox £ L-Dox-SLX 4> CO:&@e K^V/V tf 17. 8 n M T? o fc„ 

L-Dox CO KA & IFN asftv^fi^tt: 10 %±10. 5. IFN ##P#t^-C 19. 2 %±7. 99 (31 
Jf !3^;ftfcfctt-efcofco IFN g#<OKAa$9. 4 WfcS^^tfS^ L-Dox © 
IFNttAPtC X Sit3tf*¥^^tB*P^]T*feofCo rtbiC^f UT L-Dox-SLX CO KA IFN 
^^V^^-Cfi 6. 3 %±11. 6 % IFN#*P^-C44. 1 %±3.76 ^Tii^^nfCo - 

L--tU?7->\Z.M1~Z>*Pm]fci£%: 0. 3//g/ml (Dm^xmmKAtl, tfifcm&X 
CO KA £$J^Lfc 0 fetffcte 0. 3 tig/ml COSt^T? 16. 3 %±25. 8 CO KA £*#o TWCc 

IFN #*P^^T'^) L-Dox-SLX (^@? K^y^ -> V^Sfi 17. 8 m M) CO KA }2 47. 2 % 
±3. 71 -Cfeofc^ r <Z>^ffiK:*?PfcL#:§:A*L<5 £ KA {3: 23. 2 %±12. 7 MifpfrJ $ 
ttfc (0 4 4). ^fPtafri^^ KA £#x.5 £ IFN #*P B# L-Dox-SLX CO KA CO 

bj)m&£foT\,^Z> 0 ffe^ffiV^cfc b &jfiL#fft!/l& KG-la fttl/^fXDM 

ftafS#jg£*Wi, L-Dox-SLX © KG-la mmz.tt1~ 2>Mffi&&fa Jb LM^WtttfS 

±#5£fc#^ffll£*L;fc. Jlifc^TteM^coSi^ L-Dox © KA tfSlNfiK: L - Dox 

CO KA £ IFN "CCO KA (DffijlU ffyfiL fc&oTV^CO^JfcLT^ L-Dox-SLX t? ft IFN 

tior^tD KA fitsm^J^ii3S$tbfc 0 n cor £ te_hia^»SjE Lv^ £ £ttj^ 
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£fc L-±is?^^*ftfomz£%#ifflmmx-tetfimz£ 47 %co ka 

23 %*TMSTbfc 0 ^fP^gfr^oTl^ KA i>m 16 %T*fc«9. L-Dox-SLX 
CO KA (i-^^-r^SlJ^ttfcWlgtt^^v^ rtU2 L-Dox-SLX OjM0#tt<D$§ 

y — a icae-g- £ ^fc ixr y /ww ^ x mm&&skffimm±<D L-i? u ^ ^v—^-a- 

tt, L-Dox-SLX C0««#&;6^mbTV^ £#;ib*b/Co 

£A±COjj£jf!:tef&* CO DDS tfSfc b SMiM-LCOi? 1/^ ^ b^^ 5 £ 

|g bTl^ bttfdo bd»t> IFN^O#iPjC j; ^ L-Dox-SLX co^JMW+i-cO 

Jt!&^j£j£ffi<Sr#;t5 bm&m^m>&-?&<9 . Cl co DDS co^lftft/K^ >-y-y 
/V £• £ b tciU 5 t> co b m. t>titc 0 

(i) ffimnmmm*G-rz h^y^^^^mxy^y-^^mmbmAmm 

v"K ($SJ!iS$t$*£ tt GMl:l3% N GDla:38%, GDlb:9% % GTlb : 16%£^tf & CO) £r 
^/Hfc-C-ttt^tL 35:45:5:15 CO#J-£-C-£-fHMSC* 45. 6rag (-M^U 
= — ^SH" b y «7^> 46. 9mg SsJp b, ? n n ^ J —^^W. 3ml l-^fl? b 

tc 0 ^(o^m^mm^t, tbmm&n&^-v&igiZitzz b\z£~?xmnm$:m> 

fc 0 #b*l,fcJliJCJgl& TAPS ( P H8.4) 3ml fcffiffi. iSt^IL, 

5 -fe/H»»*£ 3ml £#fc G ^ CO ^ -fc/HRSMfclC PBS (pH7. 2) ^PtT 10ml 

(dbT^b, JEIH TAPS !|S9r^ (pH8.4) T* 3mg/lml left 5 J: bfc K 

^y/HfiX^^m^bJfc^^^o < «9 tiTLT^-|C^Lfct> Z.<DF*ry 
JV t*v->-A 9 ^ -fe/W^^^^ PM10 (AmiconCo. , USA) b TAPS (pH8. 4) 

&m^tcmftmmtefr\m-temmwmmm&m-i-z b**y Ay #y 

— 10ml SriS«ibfc.»fc*Lfc^SA4l[®»?Sf (37°C)coi&tJ|gJC§y$| 
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— fmtir. • %L^%. • ^^SSfl^^g (Model Nano ZS, Malvern Instruments Ltd. , 
UK) fcXymfel^fr&Ms fe^fct 50— 350nm, if — *m&te-30— -10mV 
ofc„ ^y-A(D#fAm^ft5r®^485nm-e?iJS-rS b&X*: 71/zg/ml 

<£>$^*T? K^y^e'iy^jd^A^Tv^r £tf*:b^ofc 0 <£> K^f-y/i/ tf 
itAy #y-Ate N ^m^J- i^ra^#u^^^^^^?r^r-t-^^^< 

zmm^ v*x<Dmmmm<Dmi& 

Ehrlich ascites tumor (EAT) ($J 2X10 7 B) ddY £ ^ (7 51 

»)0**»»&TH:2gMitU.*»ltdS 50-100 5£2f^ y^-b/Hdf (6-8-0 
*&) Lfcfctf^ 50 ESr^Milfct-JSV^,, ^ 25 E<5oSr 2 ffiMc#tt 

y — <Mft£fctt:7 y— © K^y/V'fc* 0.2ml m^^^tfc ^<z>^, & 

X-mfe^lto £fc> 3d#ufiL«*»*«©i*IWft«lTB5fl|f (AUCK i!10im^t>^J3&^ 

7i:?Ii^fj;5t> ^5fe^y y — <z> K^y/ufv-^^it^bT, 

/tfy— Am K^y^ifs^&£tAL;fct><0&/Bv^»'£K: K^y/vtf-y^ojfiL^ 

(3) K^y/wfixvitAy ^y-A©IMMtJ; 

Ehrlich ascites tumor (EAT) ($J 2X 10 7 W 3r£tt£ ddY (7 51 

#)©*^J»$P&T»^«U,*j|ai»iS 50-^100 Sr^$ y y- b/^^^lW(6~8 B 

y-A^*fc«y y-cD K^y/vi^^'Jfc^fctt&s^&TkS: 0.211,3-4 b« 

#{C6H]Jl^^^Lfc 0 &Um^(DM& (L) (S) £r 

/^T'iU^U &05£fc«k9#ai'L*:„ J&##& (3W7 ^ y y - h/v) = 1/ 
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2xLxSxS H4 5^fj5 0<D^77^^t^fi5(-> ti©7!J-OK 

AUCo_co 
(mg x h/ml) 

K^y/Hfi/ytAP #y— a 

5.72±0.31 

0.42 mg/kg) 

0.13±0.01 

1.4 mg/kg) 



35 : 40 : 5 : 15 : 5 ©ffl-g-C-g-fHigSf* 45. 6mg 5 i-M^U ^-/Vit 

h y £ A 46. 9mg U y a d*;^/^ * y — 3ml KlffiftPLfc. r 

fcltSl^Sr TAPS (pH8.4) 3ml fc:fflS«k iftML. 

$!3ml Sr#fc 0 C©^t;«it PBS i^W$j(pH7.2) ^riP^LT 5ml KlLT^k, 

5t TAPS mmW. (pH8. 4) t? 2250mg/6ml fcft 5 J; 5 ^^t-igfl? bfc. y W K 

K=^y p >-A «9 ^ -t^mWi^i: PM10 M (AmiconCo. , USA) t TAPS (pH8. 4) 

£^fcPS^itiilC^tt^-#y ^Jfy-A 10ml SrTOb/c„#e ) tLfc^S^:^ 
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(37*0(0 V ^y-A^cD^^^-fe*— fin®. • ffi.^-®. • ft 
^Mfflfe^W (Model Nano ZS, Malvern Instruments Ltd., UK) K£ 9$J^Lfc 
at-T-Stt 50~350nm, if — * «^4fi-30~-10mV T'feo fc 0 

(2) y Tjf y — AJ|g«^ffi_L<E> tris(hydroxymethyl)aminomethane t£j;5gl7K 

(1) T'^^bfc U /tfy — 10ml & XM300 (Amicon Co. , USA) h CBS 

«««(pH8.5)*fflVN^IS^«3fl|i:36Mt»»[OpHSr8.5tJ:Ufc. tfcfcl, &ffittX 
bis(sulfosuccinimidyl)suberate (BS3 ; Pierce Co. , USA) 10ml £rin;t % 25tT* 2 

^ b T . £ <0 y # y — A % £ XM300 m t CBS &ftf & (pH 8. 5) T? SlUttiS {21 ^ fc 0 

CBS ^®f& (pH 8. 5) 1ml KMfr Ufc tris (hydroxymethyl) aminomethane 40mg 
&y *°y — 10ml fc:Jp?L-C\ 25°Ctr 2 B#ra*#& % 7'CT?— (feif LT U #y 
— A^iKDJUMK^^Lfc BS3 £ tris (hydroxymethyl) aminomethane t ©-ffc*N£ 

^i^^^bfc 0 rtt^^«9s y 3Ky-Ajgia>flg®^/i^ b^/w7t^77 

=f-*J)V^$ / -;U7 5 ^_h(c tris (hydroxymethyl) aminomethane (DTK^S^iH-fi 

(3) y ^y-ABg«m®_ho^n tr*- ^^.ts^TK^k^a 

(1) T-p^Lfc y J#y — 10ml £ XM300 (Amicon Co. , USA) t CBS 

bis(sulfosuccinimidyl)suberate (BS3; Pierce Co. , USA) 10ml &MfL* 25^ *C 2 

h^;i/7t^7 7f^^/-^75^i BS3 £ (Dfc^m&Rjfc&Zzftg bfc D 
•eUT.roy ^y — A^§rXM300^ir CBSa®^(pH8.5)t?PS^ig{ei^ftfc„ 

CBS f^Wlfc (pH 8. 5) lml Lfcir a bf;*— ^ 50mg % V #y — J±m 10ml 

^iDx.T, 25 , CT-2B#P H m£N&> 7^CT*— Bfe^LTy ^y-^m-h^JJI^^^ 

JKoBiSt^^^ h^;I/7t^7 7f'^^/^7 5 ^_h^-fen tf^— 
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(4) tris(hydroxymethyl)aminomethane ^y-Alffi±^(Dfc hsk^ 
7;^$V (HSA) (D&S 

^^<£>^& (Yamazaki, N. , Kodama, M. and Gabius, H. -J. (1994) Methods 
Enzymol. 242, 56-65) \Z.£*) S # y ~? V ^SJ&fe&Jl V^fTo tc 0 1rtj:t>%, 
£©KJ&tt2g^b3 fe SJfc'T??TV\ ^-flZVlblll, (2) X^hfhtc 10ml (D V # 
y-AH®J:(C#4t5^V^yti/ K£ lml <£> TAPS WtWiffl. (pH 8. 4) ^^bfc 
* ^itt h y ^^43mgSrAD^.T^?a-e2^ra9l#LTag3 **H»fbU 

fc^ XM300 j|£ t PBS (pH 8. o) *<?HWMi»'f- tfckty m<b £ tifn V # 

y — A 10ml $r#fc 0 i©^y-At!:, 20mgOt hik?f TVl^S ^(HSA) Sr*P 
X.T 25^^ 2 H#PfQ8M$U, Jfcfc PBS(pH 8. 0) \Z. 2M NaBHjCN 100/* 1 £*Px.T 10t: 

wlt y t;/ Ki: hsa k<o# y?v 

HSA Sr^-B-L/Co ^UT, XM300 §l£ CBS j^»^(pH 8. 5) t?RB^^ig^r Ufc^, HSA 
1£&V7$y—J*m 10ml £#fc 0 ' , , 

(5) -fen tf^-— ^jg-^y ^y-^gsi^t hjkfifr/i^s >- (hsa) <d#£ 

(Yamazaki, N. , Kodama, M. and Gabius, H. - J. (1994) Methods 
Enzymol. 242, 56-65) KX'O, % y V f^KJfcSfcSrJBV^-CfTofc. 
£<BKJ&tt2g*»te^KJfc-??TV\ *i"ttC«>lC % ^Jfe^J3l?#btbfc 10ml <£> y 
#y-A|Rffi±^«£i-5^^^ y a-v KSr lml CD TAPS iiKpH 8. 4) JC^tf* b 

h y 9A43mgSrjn^."CMT*2«Fiiga^u-cjfl3 vmmmt 

XM300ig|£ PBS*83r?$(pH 8. 0) *T*|g^ttjfi-r5 ^ t <9 mtZtlti V 
/Jfy — A 10ml ^#fc 0 20mgtf>fc h jfo.it 7^^ ^ > (HSA) 

^JP^lT 25°CT* 2 B#|iflflfc# U JfclH PBS(pH 8. 0) iZ. 2M NaBHjCN 100 » 1 10°C 

t— l!ll#tt D ^y-A±0^fy^D i"^ HSA £ (D^7 y^V is 

HSA Sr^brc„ -€rbT N XM300$|£ CBS ^«^(pH8. 5) T^ftffim* Ufc^. HSA 

^y jKy—^^ iomi «r#fc. 

(6) y^y — AMS^-^t MiiT/^^ y (hsa) ±^<d 

tris(hydroxymethyl)aminomethane (Dffe&iHj: $ V — Igf (HSA) ©^TKtt 
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mjk&ttMftto—ob vx<o])i$y*-j»&mM-rzfeib\Zs (.4) -cftfcy #y 

— i*?£<£>— gi5# lml Kl^l^g 3, 3'-dithiobis (sulfosuccinimidyl) propionate 
(DTSSP; Pierce Co. , USA) lmg &Mx.X 25X^X 2 B#P^, JB^T 7°CT— l&^$U 
XM300 M b CBS 0flf*£(pH 8. 5)T*P&fl«©bT DTSSP ifi V #y — A_h<7) HSA fc^ 

-g-b^y ®&sc (hsa) ©azK^b^ay ^y—A lmi sr#fc„ 

y /tfy — tris(hydroxymethyl)aminomethane(Wako Co. , Japan) 13mg £rAPx. 

"C N 25°C"C 2 B#|HH*# U 7 < CT?— mMW U XM300 ®|<b PBS WffiW. (pH 7. 2) 

-ep&*t-$ii®bTy#y — J»mffi%£&K h tia.mr a*-? $ >'±<d dtssp ^ 

tris (hydroxymethyl)aminomethane © ^ I: o fc , ^ > 

tris(hydroxymethyl)aminomethane £: fc hJfa.i&TVI'l/^ ^ b V tfy*-J*bt*tfc& 

vtcv y^-iet (hsa) ©^TKtt^&asrUfcJttsjWHsi.^ ur©y ^y— 2mi 

(ftflgftft 2mg. 200 n g) ^#^tbfc„ ft &fefc£S*£MHft<f' (37*0 

(Model Nano ZS, Malvern Instruments Ltd. , UK) t> bfc/g^ 

}2 50~350nnu if— ^®{4fi-30 lOmV "CfeofCo 

(7*) y#y — AjRffiJfe-^t hl&Lff T/Wy 5 ^ (HSA) Ji^O-fen If*— 

#ia5yy*-ief (hsa) ©ft^tt-fbtoa 
m7kmk&n<D-^b\.x<DVtfy--J>.&fflMTz>tc.#>fc, (5) -e#fcy ^y 

— J*W.(D— $B#lml (C^^K^ 3, 3' -dithiobis (sulfosuccinimidyl) propionate 
(DTSSP; Pierce Co. , USA) lmg £#P;tT 25<C-e 2 jftV>T 7^1?- b> 
XM300 JR t CBS (pH 8. 5) "^PS^Mltil LT DTSSP & V y — J*±<D HSA fCjjSg 

•s-bfcy >-#-g&fc (hsa) ©iSTK^bfttay a^y— ^ lmi Srft^o tfcfc, 

y jKy-ixttn fcf^— X 30mg &#P;lT, 25°CT- 2 B#Pf3tt# U -e^^ 7°CT'— 

flfeSMfcu xM3oom£ pbs^»$?(ph 7.2)-eps^i§bry tfy— ^Jglffi^fc 

hJ&L?tT/vy*5: V±<D DTSSP tf^-— ^(D^^?r^Torc„ JjipifU ir n tf 

a— fc YMMT>v-f% >>b V jKy-At^ tfcyy ^^g a g (HSA) ^ 

MTKtt^S^b^TK^b^O-oi: UO^y-A 2ml ($JJifrfi2m g> 

^®eft2oo Mg ) *sftfe*tfe 0 ftbtufc^a*ift!Kffl»tf i (37 , c)©y TKy— a«[ 

• • #^*$05£§£S (Model Nano ZS, 
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Malvern Instruments Ltd., UK) (Cfc <9 50~350nm % 
— ?mfilte-30 lOmV t?feofc 0 

( 8 ) m.7k&4 k&W «rLTfc^D#y— a ©11 

*S K (£rllB9$Hft£ Lt GTlb Sr 100%<g"tf &©) Z^^it^^tl^tl 35 : 45 : 5 : 
15 ©#J^T^tHi®* 45. 6mg fCil^U h y 7 A 46. 9mg 

»PU ^ n n*/i^A/y /V^^3ml }£^^bfc 0 ££>agtfR«:a638 

£te£oT]lgRBI«:#fc 0 '&bthtz.m , RWk* TAPS 
(pH8.4) 3ml \ZLWm, ilfl^Il, SSWft 5 *>MH$»?fc 3ml Sr#fc 0 -r. 
<D S.'tJl'Bmmz. PBS ftftfffi (pH7. 2) 10ml lC Lt^fc, 35 Kl TAPS &gf 

( P H8.4) -C3mg/lml lOiSi 55^£f-^?Lfc K3r V fr^is^&MW h 

PMIO)^ (AmiconCo. , USA) h TAPS (pH8. 4) Srffl V>fcPS^JSig(CdMt^— 

^^TK'li'fb^OfS^r lt^v^ y ^y-ix^is^ iomi *mMvtc 0 nbtitc£.m 
-ki£mffiWi "f (37°c) ©aftTktefc&a ^UT^v^yTify— ^ ^ ©Sfc-^g t if — ? 

mi^^—^mitL'^L^m-^MmMmm: (Model NanoZS, Malvern Instruments 
Ltd., UK) \Z £ *)W7£Vtz.%g%:, %L*&te 50~350nm. 4?— *«flrfi-30 lOmV 

(9) ^07^Tfeia5^y-A© 125 IIl 

^ n 7 ^ ^ T (Wako Pure Chemical Co. , Japan) ^ll^fES^ h V t? 

^mm^^ti^mmg/mi mmz. 5m g /mi tt£%> j; o izmmmm^x m\<^ 0 mn 

m6frb 8\Z$3\,^Xffl$kV-fc.3M<OV #y — J*b & 50 u 1 -ToSU* 

— y*(wAtt N J^l^T 125 I-NaI (NEN Life Science Product, Inc. USA) 15/zK 
^ P ^ 5: ^T*«& 10m 1 *Px.S^^*fc, 5 ^r*i!^D7 5yTM 10/il 
-gr^Px., r ©&f££ 2 mm V 3§ Ufc^ 15 ^m^M^i t ttZMt }> y ? 
A 100 ju 1 ^JP X. % ^ £r # Jh £ * o #C > Sephadex G-50 ( Phramacia 
Biotech. Sweden) # 7 A ^ n ^? h Jifclfli^ PBS T'^ttk ^^^*SMLfc 0 * 

^fc^ ^f^-y ^y-A^^^r^PUTit^tt (4 x 10 6 Bq/mg protein) £ 
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mmvx 3mm<D i2B immv #y-M.m*mc 0 

Ehrlich ascites tumor (EAT) $Bj|& (^ 2X10 7 B) ddY $ X (7 M 

») ^e^Ttc^u, mmmt>* o. 3~o. 6 g m»w (6-8 b$o ufc 

lOfeteJBv^fc:. (9) {££9 125 i ««bfc 31© y Ttfy— a« 

0.2ml £jmJC*i:bT 30 M g/-EEO#J^^ fc5 J: 5 U 
5#^.M£:^&U -t©»itt6S:^f^^^l>^^ (Aloka ARC 300) X~®}7£V 
fc„ fc*5, lkifc^©ifcl*ffi#**tt, S-%-^*kl*l6^*ft-SJftL?ft lml ilSfct) <D%c 
Mm<Dm& (%&^* /ml « ) -C^bfCo HI 5 1 (d^i-ir % 2 3»igO 

BTktt^a^J; t)jfiLft»»Stt*S|RiJii-5*s. £ <9 frtt h y ;* (tKuWf 

H»j4i if* ^ ^A^fxy #y— Aoiiiftmft ' , > 

y xKy-Afi=I-/^m^^lf^5fe%ffiv^TTObfc 0 1-&fc>*>> h^;w7 

^Sr^/VJtT'^rtt-etT. 35 : 40 : 5 : 5 : 10 : 5 ©fH-fr-C^W- JJgJC* 45. 6mg I^^SJ; 
5 fc^U =*— /l^T" h y 17 ^> 46.9mg»PU * nn*;VV^/-« 
3ml izmmvtco r©»tt*:3ME***, *jS«JSr*^4 , "Cfti!ft$*5 - £ fc: £ o 
TJ3iSf§l&#fc„ #fcfrfcfl§«KS:PBSttW?£ ( P H7.2) 3nl lc)Bfi t 
U 5 -fe/MB»?K 3ml SrWfco -<£>^ i?/HHMtC PBS (pH7. 2) £r 

*P^T 10ml O. 3ml £ PBS fiMffffi (pH7. 2) 0.7ml & 

*P*.T3fe^*i:## Ufcfc** 5: ^ A 6mg «r9t#Lfcas t$>o < »9 £ f&T 
(-^Lfcf , ^Otf* 5: ^ AA«9 $-fe/MBS»?£<£r PM10 (AmiconCo. , USA) £ 

pbs mmm (pH7. 2) * v ^ it vmmm m a> w *^^a ^ a y # y - a (^ 

lOOmn) 10ml SMWfilLfco ^ ^7^(1 *MW*«f»K: 

1 Lfc&fcfc jtJR-^W* Sr jS C t:tft< £ fc o fc Q 
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^Sr^^Jt-e^r^t^tl 35 : 40 : 5 : 5 : 10 : 5 <Df)J^T^fH!gSC* 45. 6mg dftS £ 
0 U =« — ^SH" Y V VJ* 46.9mg &8s;*JP,£ bfctf* 5: ^E6mg t»PU, 

^nn*/VJ*/V*/wi^^3mlt£^bfc 0 - 0}»£:|§|$§ 

( P H7.2) 3mi (uis, jgw&^su mm^^±^mm-m3mi &mtc 0 :©^t 

PBS iftgrffi (pH7. 2) ^^PXLT 10ml tUt^b, <£>t?^ 5>AA!l) 
^ir/MM^Sr PMlOlg (AmiconCo. , USA) £ PBS (pH7. 2) ^^V^fcRg^^ 

ig^^^^J— fclf* ^AltAy^y-^ (¥*&*fc& lOOnm) lOmi SrMSlbfco 

^©t^^E $tA y # y - ^ ifcm m tmi^ u & k t> it*-***' 
2 v -ymzfu k~ yn^Ay ^y— j^<Dmu ' , \ 

( l ) yy^vK^/n A y 7}f y - a off $$i £ ItAItiti £ i£#2c£: 

V KXt5S?'«/i'S h^f;V7t^77f^^7'-^T ^ ^^^e^lfV^ti^ti 
35 : 40 : 5 : 15 : 5 ©W^T?^tHi«* 45. 6mg J: 5 t-^U = — /l^^ 

h y 17 A 46. 9mg i^P U ^ dd*;VA/^ ? / — /Vigflfc 3ml Lfc„ r<^)^ 

tcmmim* TAPS ftttfft CpH8.4) 3ml t£fM« 3eW««i3gb. S«fe5t/WBS 
^3ml S:Wfc.r.0 5'fe/HK»tt^PBSiR«?ft(pH7. 2)*1Bx.X 5ml ULT^b^ 

TAPS mffiWL (pH8. 4) ~C 2250mg/6ml left 5 «fc 5 ^KUSA? bfc y U K 

= ynyWUi5^o< «9 «TLT^-l:i^Lfct, :©U^7w 
K^yn^A«9 5-fe/V»»ttS:PMlOj0| (AmiconCo. , USA) t TAPS (pH8. 4) 

Srffiv^K^«ifi»j:^»t*&— fty 'yt/i/ K=/ny»A!) #y — A 10ml £f| 

asi bfc 0 # b ttfc^a^*ft!»»«[ f (37°o oyy^wK^yn a y ^ y - 

a*^©**^ t -e-fmtiL&n-* man • *hf-& • a+mmizmw (Model Nano 
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ZS, Malvern Instruments Ltd. , UK) $]5t Lfc^^t:, S^^te 50~350nm, 

-tf-^m&te-3o~-iomv ffeofco roy^y-AoitAlitii^^g 

260nm TSU^S t *3«fc ■£ 280/* g/ml <DWk$ET? V l/&rf \" K~ V n ^^$tA $ tt 

(2) y K^^o^Ay aKy*-^JiB5tJ«EffiJi©»7ktt'fkfea 

(i) -emsfilLfcy ^n^u K^/o^X!) ^y— assjr iomi & xm3oo m 

(Amicon Co. , USA) £ CBS M«^(pH 8. 5) &/B^fc|8^itiate:)&»ttigiK<D pH £: 
8.5 Idbfco ^t, bis(sulfosuccinimidyl)suberate (BS3; Pierce 

Co. , USA) 10ml 25°CT?2B#P^^#bfc 0 JE *J1 7°Ce— 8fe»# b-T 

y Ttfy— Ajg_Ltf>fllW^>^ h^/V7*^77^^/^^/-^7^i: BS3 
irote^-^/&&^tbfco ^tt, r©y #y— Ajft&xM3ooigii: cbs«m» 

?£(pH 8. 5) T'Rg^itiifZl/^ttfco CBS ffifffft (pH 8. 5)' lml , iZ. & ^ U 

tris(hydroxymethyl)aminomethane 40mg £ y y — A?£ 10ml {CAP^LT , 25°C"e 2 
R#W«#«, 71CT— Iftl^LT y #y--A|g£_LOJ|gSC KUBr-frUfc BS3 £ 
tris*(hydroxymethyl)aminomethane t <Dfc^%£^&.fo%:$&fe Lfc 0 rtUCj;^ 

at* / — >VT % V_b&C tris(hydroxymethyl)aminomethane (DikW&ft^tL UTtK 

O) y y|7"i/ k^/p ^#tA y *?y— j*wm±.^<o t hii^r^y 5: v 

(HSA) <D#£^ 

I£$8c£>^fe (Yamazaki; N. , Kodama, M. and Gabius, H. -J. (1994) Methods 
Enzymol. 242, 56-65) \n£<9^ * yzf V ^^/&$££rJS V^fTo fc e l-ft*^, 
£©RJSStt2®|®fb^RjS-em\ *-f(*C^^> (2) T^tfctbfc 10ml (DV 
y-AiE±{C#St5^y^ytV KSr lml (D TAPS (pH 8. 4) (C^^Ufd 

y *ifi3 **BH- h y <7A43mg£*P;iT^i&T*2B#r^#LTii3 ^SUMjkU 

fc^ XM300j^i: PBS&MKrftCpH 8. o)T-PS^iiiii-5 £ £ J; «5 ^te£*Lfc y *X 

y — A 10ml £r#7c 0 r<^y^y — AflfcK:, 20mg<£>fc hlktS T tVf % V (HSA) ^r^P 
TLX 25 t CT? 2 B#P^#U PBS(pH 8. 0) \Z. 2M NaBHjCN 100 ix 1 SrflP&T 10°C 
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-e— m,mwvx v #y— AJi<D^f^i/y a-^y vt hsa t (ox y^j^-c 

HSA SrJg^Lfco ^bT> XM300J^^ CBS i^®f£(pH 8. 5) -eBWMKB£ bfc^, HSA 
^7*1/ K-^n^itAy ^y-A^ 10ml 

(4) y ygf/i^ K^y^n^ttAy *?y— Aj^ffi^t: hjfojf ta^s: >-(hsa) 
±— ©ixry /wwr* xM^i!^-^ y y^-iet (hsa) <z>£i7.k liters 

$/T y /WW ^ X lift (Calbiochem Co. , USA) 50 fx g & 0. 25g <D NH 4 HC0 3 $r*g 
^bfc 0.5ml 7K^^*0^L, 37°C-C3 BP^#bfc^, 0.45/zm(D7^;^-t 
^tiiUT*l^^3l7n*^^T^ J lkRJfc&$nW UTiXT y /WW J* X Mfflli^O 
5 l/\t<&m 50 ju g £#fc„ #CtC, ( 3 ) T#fc y ^y 6 !/ K=/ny 
$tAy 3Ky — J*WL<D— lml ^fitf£^ 3,3' -dithiobis(sulfosuccinimidyl) 
propionate (DTSSP; Pierce Co. , USA) lmg ^AP^lT 25°CT? 2 B#F^ N ^V^T 7^CT? 
— XM300 K£ CBS^«^(pH 8. 5) -CRS^iiul Lt DTSSP # y ztf y — A 
JbOHSAtC^^bfcy Tj^y — ^ lml 3r#fc 0 ^lO y — ^^^_h|3^iX 

7D/WW^Xifflti(D^l) =xv^T 5 isik'&m 50 M g £#P;tT, 25<C-C 2 B# 
Psljt^U ^Of 7°CT— Bfe^L, XM300®|£ PBS (pH 7. 2) TPS^ii b 

xy^y-AHi^t hjftL^T^y^^jK^DTsspf'^ry/wi^r^ xme$£ 
«©g^^ffofe 0 & , : c m y - a t 

tris(hydroxymethyl)aminomethane(Wako Co. , Japan) 13mg §rJPx.T N 25°C"t? 2 H# 
P^g^U •££>^7 < CT*- 8fcjK#U XM300®|£ PBS^»^(pH7.2)TPS^iiU 

-cy ^y — ^^s^-^t y _b <£> dtssp \z. 

tris(hydroxymethyl)aminomethane O S ^ o fc , |p jp: % 

tris(hydroxymethyl)amin'omethane t t b ifctff T/^y 5: y £ V 4^y — A <h ^^"a 

bfcyy#-g6« (hsa) oiiTKtt^ssrbfcy ^y-A^#^c 0 ^co^ N 
^T!);ww^xiEfii t bjfii?sr/^5: y *Ky— A^a^^b^y y 
#-^6® (hsa) (D^TKtt^S^r bfc y ys^yi-' K-^n yylfA !) jKy-A 

2mi (mnnm. 2m g> 200 jug) as#b*Lfc 0 ^btitz^m-kmrnmrn^ 

(37^)0 y yi/i' K^yayifAD^y-Als^t^tf-^tli^f- 

• • #^4$^^© (Model Nano ZS, Malvern Instruments Ltd. , UK) 

\Z£ <0 mfelstz&M.ftL^-W* 50-350™^-*?— ^m&tt -30 lOmV Tfcofco 
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(5) y i/mzfys K=/o^y #y-^RS^t hjhf*T/K/$ ^(hsa) 

_h^<£> tris(hydroxymethyl)aminomethane ©^^<t5 P ^^7— (HSA) <£> 

«rTO-r5fcfe^, (3) vifc/v K=/oy^Ay jKy-A^<D— 

lml Kl&ffli&lig 3, 3'-dithiobis (sulfosuccinimidyl) propionate (DTSSP; Pierce 
Co. ,USA)lmg 25 < CT* 2 B#P^ SgV^T 7°C-?— Bfeii# U XM300 CBS 

M«^(pH 8. 5)-ePS^i*i§LT DTSSP j&S y atf V — A _L<D HSA bfc D V>& — 

^6SC (hsa) ©j^ttte&sy #y*-A lmi &#fc 0 £©y >Ky— 

tris(hydroxymethyl)aminomethane(Wako Co. , Japan) 13mg Sr^P ^.T^ 25°C"C 2B# 
W3Jft#U -=eco# 7°CT— 8fe«#U XM300g|£ PBS mffiW (pH 7. 2) T»R04tifl U 

tyjKy-AiBi^t hjfiL^T/^y'5:>'_b(D dtssp ^ 

tris(hydroxymethyl)aminomethane © n ?r ff o f: „ In ^ N 

tris(hydroxymethyl)aminomethane £ fc>jMfrTA'^5 ^i: y #y *- A £ dSfH^ 
bfc y y*-ieS (HSA) (D^TKtt'fbMS^ LfcJfcifcfWi: It©!) K 
= ^ny»X!) JKy— A (UF0(%f4-»-t^VNt>^) 2ml (l&Jlift* 2mg, nm&M. 

2ooMg) i>mbtitc 0 mtbtLtz.±m'ki&Mmmtp(z7x;)<D}) va^v ^/bv 

• ^"^*ai3SSfll (Model Nano ZS, Malvern Instruments Ltd., UK) iZ.£ 

9 ay^Lfcjj&m, 50~350nm, if— ^m<4«-30 10mVT'foofc 0 

*^16^J-ef^»b^y^y-AS:^TO||J60!Il 5*5£tfl 6<Dtfcftfc:/B^fc 0 

(1) RA^e^^^^^f^lfe 

RA v^^fyVttt^^^ II 3 7 — *fls&M&%$k (Collagen type II 
induced arthritis £XT CIA) ^-x^^^UfCo /Bl^fc^?^ f«2Ste.£AT<£> 

H&fW : DBA/1J^?* (8 310, id) 

Ti^^^T^h : 3£^5E@ (H37Ra, 2 mg/ml) complete Freund's adjuvant 
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(CFA), %g&ttW&'£izte)<^ incomplete Freund's adjuvant (IFA) 

=»9 — V t l'7kfeWtk CFA &m$MSk 2 : 1T«U 100 /iL 1^3 7' — ffl/Jt 200 
Atg Cltb$r-^^^omjS|a5^T^*f bfc (Day 0) o ^ 

S 21 0m (Day 21) = 9 — ^TkJ&JSfc IFA =§r^Jt 2 : lT^JIfPb, 100 M L 
ic =2 ? - y ^ 200 n g 5 £ PS b N ME^ ? * MiSSM T^&M b 

x^o^*>fb^bfco ^^cdj&ki&v^ it : o ^ ^ k mm&mx 

^St^MfStP^^: 3 tK-T h (mi&fe Otf-tis V ,«rl^-e 12 ^ h £ ft: & Q ) 
r (^)2jf>r h^TcD^T^agbT Inflammatory Activity (£AT IA) £:5fc#>fc„ 
Inflammatory Activity (%)=mfti<D±X <Dtf^ V b^/12 x 100 

Day 21 ^ hWi B X#J&^^^?lpX# § ^ * tfSifip bt £ fc Q Day 28 
-T?-^?;*cD IAtt 16. 7%t£> Day 39 t? 50%^^bfc„ HI 5 2 ^ bfc-v 

^oEg^(D^^Ji^i-5 0 ciA-^^^K«S^^BifB«^T^® v) -e&6 0 A : =g| 

^mmmm<om^ d : jes^jk, e : mm^mm^mm f : e 
amis 

1frM&Mfe Day 28 >6^ Day 46 CD 2 @©iSt*fco fc c 

Day 28 X*0km.ffi &<D &> 5 v ? * SrSt*. ^tv^tbcDHcD^^^^ ^ h (D^-ifytf 
|HCfC&5 «fc 5^4PtC^ttfc 0 ^rtt^ttcDS^^l) Control : *8*&fSHg % 2 ) free 
Pred : y ^IT/V K~^n ^&&a^:£^a>bfc;k^3H£/B U V ^WtT'U 
K^yn >-<Dfi^— [Hi 100/zg, 51 200/zg f«&t*bfcS^ 3) L-Pred : V 

^/n [hI 10 jig* i! 20^g IM&l'tbfci^ 4) L-Pred-SLX : ]) 
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v i/mzfi' K=^n ><z>mifi— m lo^g. a 2o M gM^#tLfcs^ ©4 

w(^4^(D-^t>^.(0#:« Control : 6 12^ free Pred : 7 05, L-Pred : 8 EE. 
L-Pred-SLX : 8 EE T? fe o fc„ 

ETFOte^fl^fetLfc. Control Tfttftl^ttK: IA #Jt#U Day 46 (DBf^T? 
60%Sr^«ftUfc. free Pred t?tt Day 37 T* IA tf*^ 50%Kl3iLfc^f£^f!§T*m^ 
Ufc„ L-Pred "CRi Day 32 frb IA 3&5_h#L*&£> Day 46 Xfcffi 40%T?feo^ 0 
L-Pred-SLX "Ctt IA <D*#fc±#fi#3fc$jh/t\^&ifi&aIUT 20%^Tt?fcofc 
(El5 3)o 

free Pred »T*ttfMIR&l* £ flfc y l/WC? 1/ K= ^ o ^4 100 jk g/injection t* 
VZ$km ^ayhn — 6 tc fc «9 , Control m t ItCx IA bfrte 

mntobtltefrvlto L-Pred P-Cf^^a^tbfc y l/Wt^ls K^yn>l« free 
Pred P 10 n g/injection -efcofcriS. ia free Pred <b 1^^-?: 

14^fR]-b^iirfcir ^ m «fc «9 ,H3btf5|R]_L LfcWtEtt^fc § £ ®^ttfc„ L-Pred-SLX 
mX'te y ^^^W- K=y a ^g^HUUM free Pred S¥ + — <£> 10 ^ 
g/injection T'feofc^, ia Ji#*-ri^|£<OaifcfTW:**fc«l«|$*Lfc 0 r. 

tttt L-Pred t L-Pred-SLX (D^ V /WW ^ X *S^<D^T0^ iottfc^ 

(3) ea^?*&dds<7^p&-§-K:J: 9Mt5Hi 

ttDay 28 Day 39 3 &<DMfeXh^tc 0 
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tif^l^C^^S J; ?iZ4mfcfttffr 0 Ztl^tMDm* 1 ) Control : M^mm^ 2) 
freePred: V ^ K~ ^ * ^%*kmikmz.&fa b^TK^^ffi U 

K = ^n m 100 Mg, J® 300jug MR&-^Lfci£, 3) L-Pred : V 

I/K-)/Dy0i^-|5I 10/ig, 51 30 /zg ^R&-§-Lfc^ 4) L-Pred-SLX : V 

©£rl£ffl, y V&^W Ks/n V<Dfid5— m 10 jug, 31 30/i g ft P&-£ Lfcp, 

^.0 4p© r 7!?^©^}j: Control : 2 free Pred : 3 L-Pred : 3 |Z5 N 
L-Pred-SLX : 4 ET*fcofc 0 

free Pred «£fi feeding needle \Z X 5 W^TL^JBt: Ufcfctf) D.ay, 32 "CUK^ 
Jh£;ftfc 0 Control^, free Pred i£ (Day 32*-Oh L-Pred ^T?tt IA Id^itft 
3iW:«k*L&a»o;fc 0 L-Pred-SLX »tt08JE©5ifTSr«i*.S ^ ^tt*C#J5:^ofe*s, 
Day*39 "C L-Pred tCjt LT IA fi^rSJC(Sd>ofc (HI 5 4 ) Q 

Control, free Pred %z LT L-Pred <D 3 i^fWit&Ma^ fe;h/rWj:V\, CL 
tLfifree Pred S$-Cttft P £ tbfc P ^ift^U K— :/ n V 300 /z g/week ©itf* 

0km.<Dmn&nmi- s © m*-t-#-cs>o ^ «iao $ tL^t. * L-Pred m-vn v & 

= /oy0i?)5 30 /z g/week T?fcofer £ £r#X.3 £ ?F+#&*-e&o *Tltgt£ 
rt^V^,mfc>*Lfc 0 ^tU^LT L-Pred-SLX ^T'fi I A #*HfH ^jxTV^. rtb 

g/week ffcS: tSr^^tLf^y ygT'V K-/DV«#| y A©£ 

i©*Mu*Ms dds &&mft&-¥tdft-et*< , ftp^T^^-gb^tg-rs r. £ 

«ife^b^t>ftPS^I6*^^o<H5^|Btt^ifti-5t>«)"T?*)S. 
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(4) KA^VxtismiZte^XV y^l/ K=)/d y©lf 

BB&MteDay 28 Day 46 (DMfflXm 2 \e}<DM&X&o fc 0 

Day 28T'^^BT^^fc ; 5^l>^^3lt^s ^tl^^S^^^-f V h 
fSf^lRlCtei^S «fc 9 K:3«Mc#ttfc„ Zrtl^twmi* 1 ) Control 2) 

250m g: y K^yn^^^a^^^ufc^c^^^ffi. yysyi/ 

K^/p yOti55- lei 250 Mg, 51 500/zg ^MaitbfcS^, 3) 500 ^ g : 

(p]500Mg> 51 lOOO/zgfM&IJLfci^ C0 3pT'fcofc: 0 
CIGQ 3S¥<£>-^?:*<£>i£f3: Control: 2K, 250 jug: 2 Ex 500/zg: 2 E5t?fco 

Control mt 250/zgi¥t?«^rS^H«Mbtb^^ofc 0 500/x gj^te IA £>_L 

mmbti-r, ztmnmnfenfflztix^^tc ms5) 0 

-T^>ci?)^«a:{S500Mg/week £ 9#<. 1000/zg/week ^"t^U ^^^"l^ K— V 
n^*^^^:^^^ - i:d^J0Jb^„ MaitiaSM^TIi L-Pred-SLX 

p^s— m io M gN ji 20^ g <vv ^m^uv-yv^mx&mvmn&ftim^tzz 

m KS V >|g 8b Sr x. 5 £ t & X # 6 rT i& tt Sr ^ L T V > S 0 

-78- 



WO 2005/011632 



PCT/JP2004/011291 



h z> v l xmm-r z> r £ a* # % - tt ^as<5 < © & v ^jf&iS® & « d 

ttSB^M (ifiLf . HfJ», MM, m, m. /M», 'i>J», HUflS, fi, tttfU 

£v^5> »y ^y-A«ffij4^j^tt^e>^*v>*f^*is:#^ffi^S4-^ii^ 

ok*, ffFii, ml #, m. <btt* jigjjia. wm, mm. mm, *ji§, #, 
bs, asm®, ^a^, y^f) (Dfcftmnte. })7$y-j»fctti-z> 

XhZ> 0 
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#fc£t*»JS:$tAU. jSMit ttl^Sr #3§PJ<Dfl§W 
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2. v tfy—j*(Dmm%n&>-7**7 7'?-i?^=' y ^m&^ito^ 7o%k 
sx±<Dmm (^-/wt o ~3o%k tf^yya-isvm, mmnm, 7^777^ 

(DIMM 0 ~40%) , ft bmz 3^70 —/^M (^E-^Jt 0 —70%) £r^ti\ 

#y»y ^y-A 0 

5. y ^y— j»(o-mM.& 3o~5oonmT*fea, fi^^s i £> 4 ov^-ftt^ i m 
izi£,M<DmmmMv#y-j»o 

6. y — AOtliJS 50~350nm-Cfc§, 5 15^ y stf y 

7. y *Ky — i»tf>i?— *®ffc;dS-50~10mV T-£>£ N llt&Jg 1 j^fe 6 <D V>-ftL 

a> i :£icfBtt<z>«Ngtittli y /K y- a 0 

8. y /#y-ACDif-*mte^-40~0mV ft 7 |B^(D!»^fp y 

*K y — A c 
y #y— a 0 

10. mm&V ^-®e^Sr^b-C y jKy-^M{e:^$ttTV>5 N ff^ 

i i. y ^-gaJCtfs^fr&^fiSCTfcSff^i oi5^o^#i^y 
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15. y v*— ae«*sy tfv—j^mw^Ki&fo&frx^zjJi/yy k 

hJttc^UTVN^it^i i 4ov^tv^i^^iEmo^^y ^y— 
i 6. y ^y-A^j;^/^fc«y ^^-aeK^TKte^^^^-f- 

(omm^ffiv #y— ^ 0 
tu^i5iR:iB«i©*S««F«&y ^y— a, 

22. ®,*mk&®iz£ym,7kmkzti* <n 

X-Rl(R20H)n 5£ ( 1 ) 

-e^$n<5f»^l 6|B«J©Hf«flFftiy #y — AT-fcoT, Rl tt> CI d*5> C40 
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<Dw.m*tzteft$&m<Dm4k7kmm*7Fis, x #y #y-Aj!§sc3;fc«:y 

2 3. ^TKtt^-a-^^j; «9^7Ki4{b^^ ^tK^^^,- — (2) 
H2N-R3-(R40H)n 5£ ( 2 ) 

T^$tl^)it*^l 6|B^<7)^^fpy 7}fy — ^-CfcoT. R3 « N CI C40 
©ilC«**:W:^^«IO^b**<KS:^U.R4 Ufcv^> b < CI frb C40 

oEfiS^^tt^ttft^-fbTkKf^Sr^b, h 2 n «:y ^HgflfS-fcfiiy v;fr — 
^{«y^y-A„ 

2 4. £L7M4te-a^teJ; 0«j0cttfc$*L, ^izktefc^W^ — (3) 

H 2 N-R5(OH)n 5£ ( 3 ) 

-e^^tbSif^l G'&MOffim&ffoy Tjfy— Affcot, R5 tt, CI C40 

«5ia:«*^:tt^tt«©^b7ksRffiSr^u, h 2 n « y ^y— AiBit*fc«: y ^^7- 

25. ytfy-^Kas.tuv'tsfcfay h y * (tKow 

<£ t> y 2Hy-AM*5«ttjt/*fc«y v^-^e^^STK^b^tbTv^, 
i e iBfl^ttftttiF y ^y— a, 

2 6. y tfv— j»m&&xfi/ -arete v h y * (t 

^/v) hy* (t Ko^^xf^) r^y^^^ N hy^ (t k 

n^^n^) r^y^^, t>y* (t Kn^^f/w) r^yy^^ h 

y* (fc KaaE-i/xf^) T5:yy^^, by* (kKn^^n^) r?y 
y^^s l>y* (fc Kn=Sri^y ?vW) 75y/n/^, by* (bKn^ri/if 

/w) 75;^y, hv* (tKn^^Dtf/v) r^y rn^y^fcjfcs^ 
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27. mmwmv #y-j»&, ^um.(ommmm±.\^^E-n>^zf^-t 

tt©tW^f DC-SIGN, DC-SGNR, = J; Tf^r — 3~ 

2 8. HiM^y — A^S E-fe P-±U?^>>&£tfL- 

2 9. y ^y-^iei^bfc^ro^^^^ N y ^#-M6jr£rJ3v^it 

-^te, y #y— a lm^-m v 1 —30000 i@t-£>«9 , y s6SC£rj3v>&v>4§ 
y ^y— a i~5ooooofliT?fes, fi^^i t>*Jb 2 8 ov^-f 

na* 1 mztiMtoikmNm v # y- ^» 
30. y ^y-A(^Lfcii©^g^, y^y^i^^si 

3 1. y aKy — AiSJ»W!RJ|R«||6S:^ri-SfcO^*>5»^l 3 0 OV> 

-rtn>* i ^^iB^wn^^ y *y^„ 
3 2. jfiL^> J3fBi> ml m, m, ^m, <&hl mm, mm, mm, mm, 

0^Kjiy ^y— A 0 

t 1,2 tr*— ;*-jbms % 7/V7 7 i,3-7yy t?;*-— *-$£gL t>v-7 T 1,4 
77 i,6vy; h y a-y =r-r w-* 3jE8f«L ^-y ^vyy- 
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3 4. iMtgu 3 3ovNTtt^i3®jc:iB«j©i; any— ^mmsu*yti43t 

m±mm. brm-^-t h^-r^m, g^t^ftM, &f&ft&ak #ywe^*$L 
^y ?v-~r^%iVfm<Dmmmmnu *m*mmmt&. «it 

Hi, *ffi»&363iSS!U iB*ffi5R*?W, *M4»*X*!U »^3ft. ftJKifiL&4? 
©£l£S«JSa&*0*fctt&n. ftAJ»tU<ttife*!;l«©feae)©#flHl3(i!l, 

y • ^S^ffctftfl^ siKNA, miRNA, smRNA % 7yft^ ODN DNA ft 

3 6. iHPi9;-^ffl543W-e*>s, m^3 4^fc«3 5 icfs^oy #y— a®i 

5W. 

3 7. &mn&iJ$-mMmX-3bZ^ W#:il3 4*fctt3 5teiB*&©y#y-A 

3 8. mmmnv tfy-j»&^&mm&, K^y/n*->^-e«>5wi*«3 sib 

3 9. ^J^ffl^ffl^J-efc5, »^3 5 IBtt© y#y-A«*w 
40. gp^ffl^J-efcs, »*«3 9 iBi^J7tiffiaij 0 
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4 1. ^Iag4ffl^Jtfe5, »*3fi3 9|B*©^t*S)„ 

4 3. y jKy-A©Mif^ s 7^-^77f^3 y ^jh(^uj*o~7o%) % 

7t^77f ^ y -;V7 5 A'Jt 0 ~30%) N 7^777f^ ^IlSf * 

^y -fen— /Mg*3 .t^y w y=*s ^y yiga^&5i¥#>biiiR£*L5 i«£Jt._h 

<Z5J3ISC (^e/Ht: 0 ~40%) „ ^tjt/lca i^^-n — /HE (^-/Wt O~70%) Sr-g-tN 
4 4. ££>KU SejJSr'g-tP»*^4 2*fctt4 3J3l|3*oysKy — A„ 

45. y jjfy— j*m&£Tfi/$ntte}) ^^—m^m^m^mt^-m^m^-r 

y^y— j* b 

4 6. *7Ktt^**<S^-?«f«T?*>5, »^4 5|B*^yjKy-A 0 

4 8. iMft^/i^iSS:tt5i^4 5^fe4 7©V>i*tb^l^^ 

laa^y ^y-^o 
^i^^iB«feoy ^y~A 0 
4 9 (dv>t*lj$> 1 ^ciass© y # y — a, 
»*3g4 5is^oy /Ky-^ 0 

5 2. JH^tt^-fr**, (1) 
X-Kl(K20H)n j£ (l) 

•C^Stb5»*^4 5|B^(Dy #y — A-Cfeot, Rl W\ CI frh C40 OjS^^fc 
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nftt&m<v$Hk7k$$m&7Fi', R2 te#£b&v^t>u< teci frb C40 

5 3. glTj^^M^ — fl£5£ (2) 
H2N-R3-(R40H)n ( 2 ) 

T^$tL5ft^4 5|B«oOy #y — Af&oT, R3 te, CI C40 <DJ&m^fH 

tew&m<ombfrmm.&^Vs R4 te#&Lfcv>a>kb< » ci c4o 

fctt#tt«©lMb**0i&JFU h 2 n *Ky-AjjgjC;£fctey ^#-^fiSC£ 

urn* tcfcmmm <d -mum t ^-r^R^-wmm^^ u n ti s «fc&^-t\ 

y#y— i» 0 

5 4. g&7Ktttel^^ (3) 
H2N-R5(OH)n ^ ( 3 ) 

-C^$tb5ff^4 5mM<D}) ^y-^T'fco-C, R5 Ji, CI C40 Oitil ;£ 

55. y tfy— J»m&£x$/&tcfzv leiic h y ^ (t Kn^^r 

«t 9 y tfy-Ajgi^.ttiv'^fctey y^7— ses^7jct4^^nrvN§ % ntsfcj® 

4 5fBgc<£> y ^y— a 0 

5 6. !i/Ky-A)gitby7 (t Kn^i/^f;U) (t 
Kndf-yxf;!/) T^y^*^ by* (tKn^f-^PtW) 75;x^y, 
by* (tKodf-^f/l/) 75/^^^ hV* (fc Kp^v^^-AO r5:y 
y^^, by* (fc Kn^rv'T'o fcVW) T^/^^V, (t Kn^y^f 

by* (t Kndriy^^/W) T^/yn^y (fc 

^r^{c i «9 ^£^5 rnaij y ^y-^^^^tt^^tbTVN^, 

5 5iB^<ay ^y— a 0 
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5 7. is^4 2t*b 5 6 ov^-m^i^kifaifeoy sKy— j»izmm&ih* 

8t£*K, brm-im > h^-rv^ g^s^n, *ft«Efe3W,'*/i^*^3Rift: 

j$mm. mmm • ^mffiggaiu ^jsnisy, * # % > • « • 

mmm, ^mnmmmM. sbm^iij, mm&xmm. mmm. mmikmm 

is - fr^Jj^ l/^m-W-tfZW; siRNA, miRNA N smRNA. T^^-fe^*, ODN ^ DNA t£ 

5~9. »Pfi:#JBK*!l*t*fc3* »3ft35l 5 7 5 8JCfB«© y^y — A3R 

6 0. ^jgPS#ffl*»J-C*>5, »3fc^5 7*fctt5 8tC«2|ft©y #y*-A 

6 i. i£#Ja s Mg^m&]-c&5, SNtgcs sfsifcoy #y—J»mM&<£t?i7i 

6 2. MMiFJlry tfy—J»&'6tr1&m&. K^y^^ytfe5!l^6 115 

6 3. iPK^I^Iit&5, If ^6 l*fett6 2 miBtt^^SU. 

6 4. *ttP«!#ffitt*5(WTf*>6 % ft^6 1* fete 6 2 tCfSS^^L^Jo 

6 5. «|*3j|l*»b3 3©V»Ttb^l3®mffi«©«ril^«Sy aKy — Alc-fbtt 

fpSr^Abfcy TKy-^^JSr^tp^fojia^o 

6 6. &&#^»!jSi!)"C*>5»*^6 5fB<ft©^ttia«afife^o 

6 7. tetti&tfS, ^^^^A*fc«lf^* ^ET?feSft^3S6 5*fctt6 6 
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Abfc y #y— ^ai^&^tMb«iR*&/&4&o 
7 3 . g&s-s-sao-ejfc s» 7 2 lett^^ttAtt^'Mi. 

7 4. fc«i5i3&s. tf^5 >-A £fctetf^5: VET'fe 5ff^^7 2 £ fete 7 3 

7 6. »PtS!-^*iS!)T?*>S»^7 5fB#©£i&JlflJ?fc*. 

7* 7 . ^B B a/5^aitlb^p c p-C*fcSlf 7km 7 5 7 6 l£Btt0*&!&J&4b a 

7 8. tT^ 5 f A^fctetf^ 5: >- E TrfcSlfjfcJS 7 6 £ fete 7 7{iL 



-89- 



WO 2005/011632 



PCT/JP2004/011291 




1/55 



WO 2005/011632 



PCT/JP2004/011291 




2/55 



WO 2005/011632 



PCT/JP2004/011291 




3/55 



WO 2005/011632 



PCT/JP2004/011291 




4/55 



WO 2005/011632 



PCT/JP2004/011291 




5/55 



WO 2005/011632 



PCT/JP2004/011291 





7/55 



WO 2005/011632 



PCT/JP2004/011291 





8/55 



WO 2005/011632 



PCT/JP2004/011291 




9/55 



WO 2005/011632 



PCT/JP2004/011291 




10/55 



WO 2005/011632 



PCT/JP2004/011291 





11/55 



WO 2005/011632 



PCT/JP2004/011291 




• 12/55 



WO 2005/011632 



PCT/JP2004/011291 




13/55 



WO 2005/011632 



PCT/JP2004/011291 




14/55 



WO 2005/011632 



PCT/JP2004/011291 




15/55 



WO 2005/011632 



PCT/JP2004/011291 





16/55 



WO 2005/011632 



PCT/JP2004/011291 




17/55 



WO 2005/011632 



PCT/JP2004/011291 




18/55 



WO 2005/011632 



PCT/JP2004/011291 




19/55 



WO 2005/011632 



PCT/JP2004/011291 




20/55 



WO 2005/011632 



PCT/JP2004/011291 





21/55 



WO 2005/011632 



PCT/JP2004/011291 




\ 



CM 
CN) 

M 



22/55 



WO 2005/011632 



PCT/JP2004/011291 




23/55 



WO 2005/011632 



PCT/JP2004/011291 





24/55 



WO 2005/011632 



PCT/JP2004/011291 




25/55 



WO 2005/011632 



PCT/JP2004/011291 




26/55 



WO 2005/011632 



PCT/JP2004/011291 




27/55 



WO 2005/011632 



PCT/JP2004/011291 




00 
(Nl 



SI 



28/55 



WO 2005/011632 



PCT/JP2004/011291 




29/55 



WO 2005/011632 



PCT/JP2004/011291 




30/55 



WO 2005/011632 



PCT/JP2004/011291 




31/55 



WO 2005/011632 



PCT/JP2004/011291 





32/55 



WO 2005/011632 



PCT/JP2004/011291 




33/55 



WO 2005/011632 



PCT/JP2004/011291 




34/55 



WO 2005/011632 



PCT/JP2004/011291 




LO 
CO 

m 

35/55 



WO 2005/011632 



PCT/JP2004/011291 




36/55 



WO 2005/011632 



PCT/JP2004/011291 




37/55 



WO 2005/011632 



PCT/JP2004/011291 




00 
CO 

M 



38/55 



WO 2005/011632 



PCT/JP2004/011291 




39/55 



WO 2005/011632 



PCT/JP2004/011291 




o 



40/55 



WO 2005/011632 



PCT/JP2004/011291 




oooooooooo 



( € unu) mmcomm 



41/55 



WO 2005/011632 



PCT/JP2004/011291 




42/55 



WO 2005/011632 



PCT/JP2004/011291 




43/55 



WO 2005/011632 



PCT/JP2004/011291 



CD 

c 

JO 

CT5 



CO 

I 



JD 



I 



M 



CO LO ^ CO OJ 

(%) Hgflf 



44/55 



WO 2005/011632 



PCT/JP2004/011291 




WO 2005/011632 



PCT/JP2004/011291 




46/55 



WO 2005/011632 



PCT/JP2004/011291 




47/55 



WO 2005/011632 



PCT/JP2004/011291 




48/55 



WO 2005/011632 



PCT/JP2004/011291 




49/55 



WO 2005/011632 



PCT/JP2004/011291 




A -4 

$ S «. w _ 



(3) 




50/55 



WO 2005/011632 



PCT/JP2004/011291 




l 1 1 1 i i I 

CM o CO <o CM o 




51/55 



WO 2005/011632 



PCT/JP2004/011291 




52/55 



WO 2005/011632 



PCT/JP2004/011291 




CO 
LO 

H 



LO 



LO 



CO 



53/55 



WO 2005/011632 



PCT/JP2004/011291 




54/55 



WO 2005/011632 



PCT/JP2004/011291 




55/55 



INTERNATIONAL SEARCH REPORT 


International application No. 




PCT/JP2004/011291 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 A61K9/127, 47/24, 47/26, 47/28, 47/36, 47/42, 7/00, A61P35/00, 
A23L1/302, 1/00 



According to International Patent Classification (IPC) or to both national classification and IPC 



B, FIELDS SEARCHED 

Minimum documentation searched (classification system followed by classification symbols) 

Int. CI 7 A61K9/127, 47/24, 47/26, 47/28, 47/36, 47/42, 7/00, A61P35/00, 
A23L1/302, 1/00 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 
Jitsuyo Shinan Kbho 1922-1996 Toroku Jitsuyo Shinan Koho 1994-2004 

Kdkai Jitsuyo Shinan Koho 1971-2004 Jitsuyo Shinan Toroku Koho 1996-2004 

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
CAPLUS(STN), REGISTRY (STN) , MEDLINE (STN) , BIOSIS (STN) , EMBASE(STN) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



X 
Y 



US 2003/0143267 Al (YAMAZAKI, Noboru) , 
31 July, 2003 (31.07.03), 
Full text; particularly, Claims 1 to 15; 
examples 1 to 17 

& JP 2003-226638 A & JP 2003-226647 A 

YAMAZAKI, Noboru et al . , Prepatation 
and Characterization of Neoglycoprotein- 
liposome conjugates: a promising approach 
to developing drug deliverly materials 
applying sugar chain ligands, Trends in 
Glycoscience and Glycotechnology, 2001, 
Vol.13, No. 71, pages 319 to 329, full text 



1-78 



1-15,27-41 
16-26, 65-78 



I x 1 Further documents are listed in the continuation of Box C. 



I 1 See patent family annex. 



Special categories of cited documents: 

document defining the general state of the art which is not considered 
to be of particular relevance 

earlier application or patent but published on or after the international 
filing date 

document which may throw doubts on priority claim(s) or which is 
cited to establish the publication date of another citation or other 
special reason (as specified) 

document referring to an oral disclosure, use, exhibition or other means 
document published prior to the international Gling date but later than 
the priority date claimed 



T* later document published after the international filing date or priority 
date and not in conflict with the application but cited to understand 
the principle or theory underlying the invention 

"X" document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

"Y" document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such combination 
being obvious to a person skilled in the art 

u &" document member of the same patent family 



Date of the actual completion of the international search 
20 October, 2004 (20.10.04) 


Date of mailing of the international search report 

09 November, 2004 (09.11.04) 


Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile fto ft 


Authorized officer 
Telephone No. 



Form PCT/ISA/210 (second sheet) (January 2004) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP2004/011291 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



X 
Y 



X 
Y 



KOLE, Labanyamoy et al., Synergistic effect 
of interferon-^/ and mannosylated loposome- 
incorporated doxorubisin in the therapy of 
experimental visceral leishmaniasis, 1999, 
Vol.180, pages 811 to 820, full text 



JP 2001-81044 A (Tokai University), 

27 March, 2001 (27.03.01), 

Full text; particularly, Claims 1, 2 



TAKEUCHI, Hirofumi et al., Passive targeting of 
doxorubicine with polymer coated liposomes in 
tumor bearing rat, Biol . Pharm. Bull . , 2001, Vol. 
24, pages 795 to 799, full text 



KAMPS, Jan A. A.M. et al . , Massive targeting of 
liposomes, surf ase-modif ied with anionized 
albumins, to hepatic endothelial cells, Proc. 
Natl.Acas.Sci. U.S.A., 1997, Vol.94, pages 
11681 to 11685, full text 

HONG, Ruey-Long et al., Direct comparison 
of liposomal doxorubicin with or without 
poluethylene glycol coating in C-26 tumor- 
bearing mice: Is suface coating with 
polyethylene glycol beneficial?, Clinical 
Cancer Research, 1999, Vol.5, pages 3645 
to 3652, full text 



1-5,7-9,27, 
29,32,34,35, 

37,38 
6, 10-26,28, 

31,33,36, 
39-41,65-78 

1-9,27,29, 
31-34,37 
10-26,28,30, 
35,36,38-41, 
65-78 

42,43,45,48, 
50,57,58, 
60-62,64 
44,46,47,49, 
51-56,59,63 

42-45,50 
46-49,51-64 



42,43, 45,48, 
57,58, 60-62, 
64 

44,46,47, 
49-56,59,63 



Form PCT/ISA/210 (continuation of second sheet) (January 2004) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP2004/011291 



Box No. II Observations where certain claims were fonnd unsearchable (Continuation of item 2 of first sheet) 



This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 
Claims Nos.: 

because they relate to subject matter not required to be searched by this Authority, namely: 



2- LZI Claims Nos.: 

because they relate to parts of the international application that do not comply with the prescribed requirements to such an 
extent that no meaningful international search can be carried out, specifically: 



3 - U2 Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 



Box No. Ill Observations where unity of invention is lacking (Continuation of item 3 of first sheet) 



This International Searching Authority found multiple inventions in this international application, as follows: 
(See extra sheet.) 



As all required additional search fees were timely paid by the applicant, this international search report covers all searchable 
claims. 

2* I x I As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment of 
any additional fee. 

As only some of the required additional search fees were timely paid by the applicant, this international search report covers 
only those claims for which fees were paid, specifically claims Nos.: 



No required additional search fees were timely paid by the applicant Consequently, this international search report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest 
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It appears that the special technical feature of the invention according 
to claim 1 relating to "a sugar chain-modified liposome having a sugar 
chain bound to the liposome membrane'' resides in bonding sugar chain 
to the liposome membrane, while the special technical feature of the 
invention according to claim 42 relating to "a liposome wherein the 
liposome membrane has been made hydrophilic and no sugar chain is bound 
to the surface thereof " resides inmaking the liposome membrane hydrophilic 
without binding to any sugar chain. Thus, no technical feature common 
to them can be found. 

Such being the case, these inventions are not considered as being 
so linked as to form a single general inventive concept. 
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